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) "Cii, — B^EUSttfc <fc oTW#o*»t^tLS — o<7) s c F v^^Mt^^ 

•ttrVt K;*>f >^-Wtctt<7) s c F v fcJ&lftU £ ft7& s SiJ<7? s c Fv*?t* 
*^r^65t'^-rs (HI 7) o H#I*>eOTN4, *Fvi:£v»TSi;S8^lc 
® (TBR) £B$-T& Vh*3 J: '&V*. -f i^M^^Lt^t) 
, g-o^F v 14 'J yfj-^^-ff- KM J:o-C*t^LTv^ (0 1 7 ) o 
fr^tr^W^J&flfSE (Hi 4) Ciot, ^##ig#fl9K^#Lfc— v 

HiSii/VL KpJ 4 >M<E>ffiMU44?* < 3 5*^** hD-AT**©i:*tL 
T, *^rfe-&Lfc— *#<7)VH*J:0 f VL Kpt>f >WOggrHt4 2 5 *>^^ hn- 
7*^3 ife* 14, Kig^BOffiSI* 3. 8 

, 10, 5 £ .fctfO O 1 ; p P OW/ s c F v • NC 1 omSkVBK-z^TH 

* 5 4, 36, 18, ^iffO^^^hn-A tfgLT, s c F v * Z"*9 
^ifiJC'J J:oT«:JSiife#Lfc»^^^JSfc$*L4 s c F v -N 



(25) #^8-504320 

ij > 4r4S*&Lfc—iiO s c F v • NC 1 0 jri"** &ffr£Lfc (0 

5) o MZJWp POW- s c F v - NCI 0«l6«rtt* 3.oo5*#J.=-f h G 
1 y 4 S e r*^***';^^ K'J >*-^tLTV^ (££>p POW- s c 

f v nc i om^yoit 1 5mM<ov v H 1 5 v.. 0 ztibv 

*tfcKJ:oTy>:fr-&8^iS£JI#£«36U 2. 1 £ «fc 0 .x- y h £3T 
-f&Mm%) (VhIOVl) Vh5Vl> VhVl^ST^A-pPOW-bcFv 
• NC 1 OflMSfciftI-) J&^JjfeS'ftfco Vh K*>f yo>ljJl'#*Z'fi>M 

SB**K®Vl K^-f > (Vh-13 Vl) ft* J: 5 fc^ ViF^>f>0»- 

Ifift (M<7)1 37?yf) ^XS?«itt:J:otscFv-NCl OHIig 

'J ^ft-JE*35<8Lfcp POW-scFv-NCl OfiMg<Pff»j 

p POW- scFv— NCI OWftfef*. B s t E I I (New England Biol 
abs^±) ^i^Sac I (Pharmacia^) £ffiv>"C, »iI3Ri&<*>{tl**fcfl&o Tit 

s^as traits n> *° u ^rf- k u > '* ttTto mmmmmitz atfc y > 

7}~-<7)4s^ p P OW- scFv • NC 1 0 D NA °- 8 % T iTu - t> 

* ^ ^ - -tr (Pharmacia^) , 1 mMA TP, is <£ ^One-Phor-All^ y y 7 
(Pharmacia^) +Ci3^T3 7tt3 O^H-O^^^- 

K^5^fv- (0 6) S-^ife^^n/Jk-CS^L-C, £S**S£ffcLfcJiURU 

^ y Y (Amersham ligation kit) 4;^^ BstEII-SacI -CfWR&fr 
JSSftfcp POW- scFv-NClO ^775 K^^aUfeLfco Vh - 1 3 Vl 



(26) #St¥8 - 5 0 4 3 2 0 

<i y\z.m.^Xfctf2>* 'J =rjt ir y-fH v- (18 6) fcfllfgU £ft£F 
L A G#Sfl94t 'J ^ ^ Vtf >*^5>f (13 6) t%& J £X&*> J tXl8im 
U PCRCioTscFv 'NC10<?)Vk-13Vl77^> h£J#(ILfc 

0 i«JflS*i*B stEllfci^EcoRl -e-M'fkU EM*fctHfl:3*ifcp p 

0W- scFv-NClO ^ K^H, T^-VtAttfiO?^^-^ a > 

h (Amersham ligation kit) ^ffflUTllSL^o i^aUeiS^*^ # 
#jff*^7^/-^/^nn-7^-;wA-ettajffiML, 0.3mM:?- > 'J A Js «fc 

#««L. W^^5m 1 £^MD H5a (supE44,hsdR17 
, recAl, e n d A 1 , gryA96, thi-l, re 1A1) fiitfL 
E392 (supE44, supF58, h s d R 1 4 , 1 acYl, galK 
2, galT22,metBl, trpR55) + fc?£RJ|5ifeLfc<, *ffll§&£ 1 m 

1 ©LB^M-ei^MSiL> 10Ong/m1c7)T>>ii>'«; 2 xYTi^i 
KT*^- > L7t 0 p POW^*-?>P e 1 B 1 J-^-S5?!li3«ta f FLAG@2?!J 

SS^IJ {± „ - DNA£v-^--t£ ( Seauenase) 2 . 0 ( Uni ted States Bi o 
chemi calft ) £ m ^ tz & 5e K <t o TffllS $ ft e 
&ft§U >^-^^-r^> scFv - NCI 0 ? >r<jr<09 

J#Rj|£jftS*tfcLE 3 9 2 £, 30<c<7) S B*gf«i-e— HJfeJiJS?*, 1 : lOCf 
ULt, ff S B Lfco igm%5* 30 X:X~MM.L%:rftb, &X)rmx-<D 

MJ£ (Aeoo) fcfcasttfgjis-frfco if^fflw (Aioo**7t-ft*4-e 

frM.m (Beckman J A 1 0 > 6,000rpm 15#) j^fcigjRU ±«7ft^B*l»*L 
fco SHUS^l"? 7H(O#ifI<7)10%-e, IOiM Tris.HCI 

, pH7.54n;M«L, *±fc5#ifc1BLfco EDTA*5mM©*»§tti 



(27) ^¥8-504.320 
^SiaS"?!* 30 ^-* > £ 6 EU «lltii3%(7);^^f-$ r 10) K 

TillK^tL, Mi^»t»£^#M£-£A/"?v>fco scFvNCl 

TCSDS-PAGE, ifel) f i:a;FLAG ; E;i'n-t^ftM2 (07) */S 
^^^^7n-;f^ ^^tioWU, 28, 29, 3 151^3 2 k 
D a-e#»«J£— ^Wte^ KtfqH&Stirt: (H7, ^>13-16) » i 
tihnfrttft. pPOW-scFvNClOilft^lltO, 5> 10*3 
£Zf 1 5 <D U fc£*Jll#-frT#J5fc3 *L£ s cF v NCI 0-FLAGi 

^-T^> scFv • NC 1 0 9>>t*\*^ 1 5jaSO'J V*-Sr^rT*^ t 
|W|C#&£^L*: 0 s c F v ■ NC 1 0 -F L A GSt-g** >^ ti^Stffi^Yt 

o T tS-ffc-f * - § o 

o tffiSlll^v^li, SDS-PAGE, t^Xii^ovf ^??^- (S 
E-HPLC) , jB3t'k5frtt##r\ aJKE U>7X/xvf .y'/f5 5f--lf) 

-£?>#'r££lS8 KSSftLT^Lfco 
^Slfctf!l2 T^RtfE h s c CD 8 <£>fl£fg 

(G 1 74 S e r ) 3 'J K1"*iiiDO^ * ^^"^ KW^Vt 



(28) #3^8-5 04 3 2 0 

«K U 7 - -If ( Vent polymerase) -^gq PCRCioT, v^^.CD8<75V^K 
^ >o***tr aifci^^f ^iJ^CJIilL/to ziO(7)S!j^<7) K:*-f >£T 
~-;VL£m> d NT P s £ J: ^"'J * *ffl^TS4ffi»S:#S3*fc, 
s c CD 8itfe^(±, 3 ' *SCMs c I^lfeJsi^S ' sfcSffifc S a 1 I 
^■tr^r L^y^-f •7-*fflv»TiSIBa i itfco i^^fil^^JiM s c IisJc^S 
a l I-CrPHbSft, ^t*Ms c Iii^Sal I "CMlfcLfc p P OW^^ 9 — 
ti:^D->ft?ilfc Q *»®*;* Kfflt&#-C*.4 p o p2136pf3^i5V^T. iftv- 

'jy^^-fc'J J: oTj$Ji£ 3 ftfc (thCD 8 0N*J(Sa36fi 

■fe'J o ^M** >#lflfci*p o p2136 (^tt«^/TLTV>l>) 

^ffli/^sip POW^Ws c CD 8<D&&1$. mi 0 

*Lfc s c CD 8£fi£^lte> =i a VW^iELv^o^ >/"«^0*.Sr©» 

t: h • s c C D 8 

M««^>^©V#K>>f >*a- KtiDNA* 5 , Ta q**^7-€ 
(G 1 y<S e r) i'J >#-£=r- K-*-*j&iD<*>* * 1^*^ KSr^TLfioW 
i^i^^M s c IfeJ:O f BamHI«:ttfV*>V'f> 2 ) 

fcPCRtJ:cT3i(i?iifc. CD8 J ?i©V*F^-l'>li, Jiilia 3* fclJMBt 3 it 
fcDNA>J»f>, B a m H I teXVE c o R I flJI£££gMfc£-a-tr? , ?>r 

*i % ^>tM scIJS^'EcoRI -etB-fkLfc p P 0Ws<? P-tpK&lfeZtl 
) fljfcft^C^JI^^f KSSPSr^TT* s c CD 8 w-g-Jifcfclg^i" &<> s c C D 



(29) 8 -5 04320 

o 

(a) Wxtf/^ fcfflv^fc* >/"«^Oie#afl]14OiSS<^ill0jS^ 

(b) c*^^-/^ KJi^^^»fv-*-^ffl^^> RMA- sfflmw-e^m 

(c) TfflJ8fc<a*8l!frft«>lfc<a I L 2B£nM1"&^:/^ K4fe#te$b* 

mi c 3sw^s c f vit^#{±> mmmm&^mpcr/w 93 / 0022 *^^ 

* U =fjt * V^-^- KN2034 

(5' -ACCTAGCTCACCCTCGCCrCCEA(^TCCTCATCTCACACTCTCCATCCTCC-3' ) 

Ji, #^<04H£V >*-4*Sf 1 C 3 Vl 5 ' SB^J^S^D^ 3 ^* J'jg#L 
fc. 1 C 3 Vh(7)3 ' *Sft<75«mwl5^^»U"Cffl«1ftSr^r-rft.J: 9 

* t; rf* * V^-f- KN2035 

(5' -TTTATMTCTGCCGCOGCCCGATTAATTTC-3' ) 

ti, 3 ' *$b£#<t>N o t I gMfcOjafflfcJb*, R*J-«±<*> l C 3 VlE^iJUW- 

v7--esM£fc 5 ' - vlKM^js frfc 3 ' - VhE?u*> 1 c z^l^m* 

9 i^T--fe'TOB s t Ell*5 ctt/N o t I P C R^J&fe 

£W >^ j.^- h L^m> ©ktifc??^* > > it. s t EHSilTN o 

t I -em*kLT^#E?iJ£lfc*Lrt:, 1C3 • s c F v g25HJ Sr^tr"** 9 - p H 



(30) !ggl¥8-5 0432 0 

^ -^-«NC 1 0 • s c F v<0|&a*3— Kt-^NC 

^^#{±, 4r>7)v*mi l c^t^i^It ^ ;n:ftt4 i 1 1: J; o 
j&3*ijfco itL<b{±> YT + AMP + TET + Cfcv^T, ^tg^O^/fit 

Tris-tno^^fWfjl'T? >-HC 1 PH7.5ttiHiaJDlUN 
IXtS^twS*SliSaBbrook rtal., 1990co * n - - y 7 - A&Sfcm. 

7.7^ h S*U YT + AMP + ^JV3-^(?)/l/- M-lftj5»*U J£Si3*tfc# 
*'J VitOE L I SAtioT^Jifco E L I S Afet&cT) V^;v-e#I?£ 



I 

C31) #^8-504320 

fcflAWani-li, YT + AMP (1«V g/ m1 ) •t'-eiSJfi 3 fr> 1 "** 

«9I&IR^ JtftfflflfeSfclllRU -tiffin «fc H LT^x.itfs?- 
^li:o^TM Lfc ( Pcwer e1 a" 1 -. 1992 . .Gen* 5 ) o 

5 

iIl^aiJ^#-i-^ PCT '/ AU93 /00228 l r-^fB«? jlT^i «fc ? LtllLfc 7 r 
S>3 Kp HFAMM 1 C 3 • s c F v (^'J3*'J > a ~ 7* >f 
WJ4i:EiL/:J:?iaTrau tD^lff*ltc07>^A^ 

ffiv HJy?^ (ELISA^lz-h, - 7t "Cl± ^ -r ? * * tT -X) 

£^'J >AOPB Svtm g/ m1 ) tn-f^ ^-TSCLi: *L 

tv^o -IB^^n-^SrajgiJ-J-fcfcaex&E L I SA^^'J - — V ^olS^fi. 
H 1 2 JC^$*l-C^4o ifiF L A GSt-ft-CO*titi*fflv»fcfflE#E L I S AttSfcrt* 

a 1 

flfntt nM 
g£a&an 7 » U - h ) 

w t 6 2 

4 0 
2 9 

pHEN^Ws cFv7'f7 , 7 l J- (^f'f *Wt - 



* cr - > -ft $ tl tz 

%B|& s c F v 
1 C 3 

1 C 3 • A 1 3 
1 C 3 • B 7 



7 7-75 * - 



4 * 

X * 

; 

(32) ft?8-504320 

. *iS^J 4 i t± 5 O <£ KM $ ft £ 0 ^'Jn*'J> A>f > K o TMSIJ-T 
v7^/5 'J -^fflv> t>*Lfc 0 s c F v 7r-/|l7^ -tf^g 

& o 

^ 2 

FTAS TGDVPDRF SG S GS GTDFTIiRI S S LQAEDVAVYYC QQASVFP 
C IYWNPDSPDRF SGS GS GTDFTUlISljQAJEDVAVTnrCQQASVFP 

(mu t D 5) 77^f-f ~IS!lt^^;v^^l>it^<l:pTM?tl^o 



(33) !f$«¥8-5 04 32 0 

31 3 







1A. A. 




M 


S C r 


V 




(#7 . - 


h ) 


A 9 




w t 




4 8 




A 9 . 


5 


s — V 


( 98) 


1 5 




A 9 . 


1 3 


G - D 


(63) 


2 4 








V - S 


(64) 


0.06 




E 3 




w t 




1 8 




E 3 . 


1 


S - Q 


(82) 


9 




E 3 . 


2 


S - T 


(83) 


2 




C 1 2 




w t 




1 1 




C 12 


. 1 


G - Q 


(48) 


3 5 




C 1 2 


. 2 


L - G 


(15) 


1 





^ - p 569 >^>?)v? ^xy7>^IM^.Nellenft 

*-AV 1 I:i4t0-e*4 0 ^ P 569 ii® 1 3 K^cS tLT^&o £*Lli 

? hJV^^ ?-W-oo7 r .5 'J -T^S 0 g4 fi, iftFL AGfjvft (M 2 ) H 
i-9t^m?*ifc, >f yy^^yifNC 4 l v»FLAG^a(0^y h 

N 8 4 9 

5' CCTTGCCTGCAGGTCGACCrATGGACAGGrGCAGCTGG^GCAG 3' 
N 8 6 3 



(34) #Sl¥8-5 04 3 2 

5' TTACCATGGTTACTTGACCTTAATCAGCAGGACAAATGAAATAAATTTATCATCAT 
CATCTTTATAATC 5' 

?-p 5 6 9^^n-i>^ta[LfcS a 1 I *MSgMtfc#fc. N C 4 1 V« 
3-7*4 >^««WN5|efi(B»-W-LTfflttftl4Ey!l*^W4o 

N 8 6 3 It h 9 ^r//7 >jffi^c14E2m, ^n-;V^fc*©NcoI 
flBIKfUffi^il/aiR^Jta KVfc*K, NC4 lVn^FLAG^-f^ >^SS 

9 — P A V 5 6 9 ( y II -7 ;v K^v-; ? :/9 > ^fiff^Sj^T 
05W. Nellen^^f,^^) N A SrWHIBSff N c 0 I^iCTS a 1 I« 

P C R-Ci8*B3*U IWKSafc-CflUfcSftfcNC 4 1 Vh • FLAGS:^^^- 

■OUR* .fctfHfeLfco ^fiftx.^*? Kli, pAVUfttJo 

jffllfex. /7^5 KpAVl^, Friencflender and Mel lan ±oTGB -2159821. 
tH*?*ifcSAft (feeding method) ^fviitKioT, D. f-fXa^f 

SG4 1 Sfcffl^TMLfco M^xl#D. fUa^A • t-W*^ ( d . d 
iscoideum amoebae) £^ 10^ g/m"ltf)G4 1 8 Sr-^tr DMB*&Sb^> 2 n>1J&*"C 

Ky h ? hfl-#r£?r*v^ iftF LAG 

3ft#£ffl^T, J§*4»ONC 1 0 Vh • FLAGKft7?^ > h<Z>#3=£*fcffi 



(35) <&«¥8-5 04 32 0 

m. 4 

D . 7* -f X 3 1* 7 s ? A :|S I* £ 
NClOVj -FLAG©%! 

fciF L A Gtft^S-ffl^fc h 7 & -J h&iSEt&tii 

fg&ftM - 

P§&*tM + +' + 

9C*fii£;LD. 5 s -f X a -f t* A + 

9 D " - 

9 E " +• + 
9 F 

9G " + + 

8 B " + + + 

8 C >' - 

8 D " ' + + + 

8 E " + + + 
8 F " 

8 G ■ " + + + 

7D + 

7 E " - 

7F + 

7 G " - 



+ + + : 9fci>RJfi: 

8 

D. r'^^a^-r'^ArtOlSaofc*^. 1 C 3 F a b miitx.^^ ^ 
0*36,, (p 5 6 9 ) GOflfjIfillll 3i:*?ati5^ g^??- 



(36) #^¥8-50432 

it, WIKflHtfc * * B amHI/Bgl "7 7 > h^iJJiWlfttJ: 
oT&fliSau TS07 p 5'f'7^*J:l/ t iItLT0 1 C3Fab*ffl^fcPC 

I jsit^S s p lSW?W:o 

5' CAGGTCGACTCTAGAGTATGGGAGGTGAGGCTTCTCGAG 3' 
5' AAATTTATAATTATTTATCATCATCATOTTrTATAATC 3' 

Z<DF a b ii> ^'J 3*>; y^l/K-StFL AGS J:0 r StEEFK'ft»--3V>TOjfe 
(TBRs) *ja-&*Tv»Z>^?>. ^W^tt'HV^^ K^**. PCR 

, gtfI^^/:«K^ot (GB-2159821A^B3) % ^li'J>«* 
/U->£A>tgJlft (NeHen et al., Mol. Cell. Biol., 1984 4 2890-2898) 
L < f±W*C*?Life (Howard et al., 1988, 16 2613-2623) <oX*)1fX 

|RKS&£3*LfcS*#fc&fc<*>**B;fc.I: »K G418 (r+fsV (geneticin) 
7T^V: B:\PCWLY23V.g23nj 

& ^ I FLAG||^ £ -T a Mscl-Sal 1&~ &g $ tL 3 LApel B Ly-2+Ly-3 V K 

&£1H§--: 1-849 
: 8 4 9 



(37) 



»S?8-504320 



MK V L P T AAA CLL L. L A A QPA 

1 ATCAAATACC TATTCCCTAC GCCACCCCCT CGATTGTTAT TACTCGCTGC CCAACCAGCG 

KAK PQAP ELR IFP K KMD AEL 
61 ATGGCCAAGC CACAGGCACC CGAACTCCGA ATCTTTCCAA AGAAAATGGA CGCCGAACTT 

GQK VDLV CEV LGS VSQG CSW 
121 GGTCAGAAGG TGGACCTGGT ATGTGAAGTG TTGGGGTCCG TTTCGCAAGG ATCCTCTTGG 

L FQ NSSS KLP QPT FVVY MAS 
1S1 CTCTTCCAGA ACTCCAGCTC CAAACTCCCC CAGCCCACCT TCGTTGTCTA TATGGCTTCA 

SHN KXTW DEK LNS S KLF S AM 
241 TCCCACAACA AGATAACCTC GGACGAGAAG CTGAATTCGT CGAAACTCTT TTCTGCCATG 

R D T KNKY VLT LNK F S K E NEC 
3 01 AGGGACACGA ATAATAAGTA CGTTCTCACC CTGAACAAGT TCAGCAAGGA AAACCAAGGC 

VYF CSV1 SNS VMY FS SV VPV 

3 61 TACTATTTCT GCTCAGTCAT CAGCAACTCG GTGATGTACT TCAGTTCTGT CGTGCCAGTC 

LQG GGGS GGG GSG GGG S LIQ 

4 21 CTTCACCCTC CCCGACGCTC AGCCCGTGGT CGATCAGGTG GCGGCGGATC TCTCATTCAG 

TPS SLLV-QTN H T A. K M S C E V K 
4 81 ACCCCTTCGT CCCTGCTGGT TCAAACCAAC CATACGGCAA AGATCTCCTC TCACGTTAAA 

SIS KLTS IYW L. R E RQDP KOK 
541 AG C ATCT CT A AGTTAACAAG CATCTACTGG CTGCGGGAGC GCCAGGACCC CAAGGACAAC 

Y FE FUAS WSS SKG V L Y G E S V 
601 TACTTTG AGT TCCTCCCCTC CTCCAGTTCT TCCAAAGGAG TTTTCT ATG G TGAAAGTGTG 



661 



OKK R N I I LES SOS R R P F LSI 
GACAAGAAAA CAAATATAAT TCTTG AGT CT TCAGACTCAA GACGGCCCTT TCTCAGTATC 

KNV KPED SDF YFC * t V G S P * 



72 1 



ATGAATGTGA AGCCAGAGGA CAGTGACTTC T A CTTCTG CG CGACGGTTCG CAGCCCCAAC 

MVF GT GT X L T VVD Y K D 0 ■ D 0 * 
l&l ATGGTCTTTG CGACACGCAC CAAGCTG ACT GTGCTTGATT ACAAGG ACGA CGATCACAAO 



* S T 
8 A 1 TAGTCCACA 



y T ^)V: B:\CD8ACD8B.Eyrj 

S£[8 : pPOW (pelB CD8a£ J; u?CD8b V dom) M£i£CD8 

I 1-822 

±&&$L I 8 2 2 



(38) 



W^F8-5 04 32 0 



MKY L L P T AA A CLL L L A A Q P A 
1 ATGAAATACC TATTGCCTAC GGCAGCCCCT CCATTGTTAT TACTCCCTCC CCAACCACCG 

MAS Q F R V SPL DRT WNLC E T V 
61 ATCGCCACCC AGTTCCCCCT CTCGCCGCTG CATCGGACCT GGAACCTGGG CGAGACACTG 

ELK CQVL L S H PTS GC5W L F Q 
121 GAGCTGAAGT GCCAGGTCCT GCTGTCCAAC CCGACGTCGG GCTGCTCGTG GCTCTTCCAG 

PRC A A A S PT F LLV L S Q N K P X 
181 CCGCCCGGCG CCGCCGCCAG TCCCACCTTC CTCCTATACC TCTCCCAAAA CAACCCCAAG 

A A £ G L D T QRF 5GK RLG0 TFV 
24 1 GCGGCCGAGG GGCTGGACAC CCAGCGGTTC TCGGGCAAGA GGTTGGGGGA CACCTTCGTC 

L T L SDF'R REN EGY VFCS ALS 
301 CTCACCCTGA GCGACTTCCG CCGAGAGAAC GAGCCCTACT ATTTCTGCTC CGCCCTGAGC 

NSI HYFS HFV PVF LPAG GRG 
361 AACTCCATCA TGTACTTCAG CCACTTCCTG CCGGTCTTCC TGCCAGCGGG CGGCCGCGGT 

SGG GGSG GGG S LQ QTPA YIK 
421 TCAGGTGG AG GTGGATCCGG AGGCGGTGGA TCTCTCCAGC AGACCCCTGC ATACATAAAG 

VQT HKMV MLS CEA KISL SNM 
481 CTGCAAACCA ACAAGATGGT GATGCTCTCC TGCCAGGCTA AAATCTCCCT CAGTAACATG 

R I Y WLR Q RQA PSS DSHH EFL 
54 1 CGCATCTACT GGCTGAGACA GCGCCAGGCA CCCACCACTC ACACTCACCA CCAGTTCCTG 

A L W DSAK CTI HGE £ V E Q EKI 
601 GCCCTCTGGC ATTCCCCAAA ACCCACTATC CACCCTCAAC ACCTCCAACA CGACAACATA 

A V F ROAS RF1LUL T S V K PED 
661 CCTCTCTTTC CCGATCCAAC CCGCTTCATT CTCAATCTCA CAAGCCTCM CCCGCAACAC 

SCI YFCM LVC SPIT L T F G K C T 

72 1 ACTCCCATCT ACTTCTCCAT GATCCTCCCC ACCCCCCACC TCACCTTCCG CAACCCAACT 

QLS VVDV KOD 0 O K 
78 1 CACCTCACTC TCCTTG ATT A CAACCACCAC GATCACAAC.T AC 



mm : 



7r^fjv : 



B : \MHCA3.gg^j 

pPOW pelB Msc-EcoRI (FLAG£ L) 4><?)MHCI a3 H-2K}? j J y 



1-371 



3 7 1 



Ki^8-5 04 32 0 



MKY L LPT AAA 

1 ATGAAATACC TATTCCCTAC GGCAGCCGCT 

MAK AHV T HHR 

61 ATCGCCAACG CCCATGTCAC CCATCACCGC 

WAL GFYP AOI 

121 TGCGCCCTGG GCTTCTACCC TGCTGACATC 

JLTQ EHEL V £ T 

181 CTGACCCAGG AAATGG AGCT TGTGGAGACC 

WAS VVVp LGK 

241 TGGGCATCTG TGGTGGTGCC TCTTGGGAAG 

EGL P EPL TLR 

301 CAGGGGCTGC CTGAGCCCCT CACCCTGAGA 

K * N 

3 61 AACTAGAATT C 



GLL LLAA QPa 
C G ATTGTT AT TACTCGCTGC CCAACCAGCC 

RPE GOVT LRC 
AGACCTGAAG GTCATGTCAC CCTCAGGTCC 

TLT WQLK GDE 
ACCCTGACCT GCCAGTTCAA TGGGGACGAG 

RPA CDGT FQK 
AGGCCTGCAG CCCATCCAAC CTTCCAGAAG 

EQK YTCH VEH 
GACCACAACT ACACATGCCA TGTGGAACAT 

WCK EEPP SST 
TGGGGCAAGG AGGAGCCTCC TTCATCCACC 



pHFA^ £fflgg ? tifc ') V * -ifi L<7>1C3 

pHFAr^ ay Hi nd IUgBft t, jH£^ 3 SH^IJ <D §8 *& * T 
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1 aag etc gca tgc aaa ttc tec 

L. L P T A A A 
4 9 CTA TTG CCT ACG GCA GCC GCT 

A M A E V K L 
97 GCC ATG GCC GAG GTG AAG CTG 

P G G S L K L 
145 CCT GGA GGA TCC CTG AAA CTC 

S R Y W M H W 
193 AGT AGA TAC TGC ATG AAT TGG 

E * W I G E I N 
241 GAG TGG ATT GGA GAA ATT AAT 

P P L K D K r 
289 CCA CCT CTG AAG GAT AAA TTC 

T L Y L Q M N 
321 ACG CTC TAC CTG CAA ATC AAC 

Y Y C A R L S 
385 TAT TAT TGT GCA AGA CTT TCT 

C Q G T L V T 
-4 33 GGC CAA GGG ACT CTG GTC ACC 

S P S S L A V 
481 TCT CCA TCC TCC CTG GCT GTG 

C R S S Q S L 
529 TGC AGA TCC AGT CAG AGT CTG 

L T W Y Q Q K 
577 - TTG ACT TCC TAC CAG CAG AAA 

Y W A 5 T R E 
625 TAC TGG GCA TCC ACT AGG GAA 

S G S G T D F 
67 3 AGT GGA TCT GGG ACA GAT TTC 

£ D L A D Y Y 
721 GAA GAC CTG GCA GAT TAT TAC 

F G G G T K L 
7 69 TTC GCT GGA GCC ACC AAG CTG 

K D D 0 D K 
6 17 AAA GAT GAT GAT GAT AAA TAG 

A X 

e6S CCA AAA 



M K Y 
ttc aag gag aca gec ata ATG AAA TAC 

GLL LLAA.QP 
GGA TTG TTA TTA CTC GCG GCC CAG CCG 

QES G 'GGPVQ 
CAG GAG TCT GGA GCT GGC CCG GTA CAA 

5CAASGFDF 
TCC TGT GCA GCC TCA GGA TTC GAT TTT 

VRRAPCKGL 
GTC CGG CGG GCT CCA GGG AAG GGG CTA 

QQS ST1KYS 
CAA CAA AGC AGT ACG ATA AAC TAT TCG 

IISRDNAKS 
ATC ATC TCC AGA GAC AAC GCC AAA AGT 

KVRSEDTAL 
AAA GTG AGA TCT GAG GAC ACA GCC CTT 

LTAAGFAYW 
CTT ACT CCG GCA GGG TTT GCT TAC TGG 

V A S DIVMSQ 
GTC GCC TCC GAC ATC GTC ATG TCA CAG 

SVGEKVTMS 
TCA GTA GGA GAG AAG GTC ACT ATG AGC 

FNSRTRKNY 
TTC AAC AGT AGA ACC CGA AAG AAC TAC 

PCQSPKPLI 
CCA GGG CAG TCT CCT AAA CCG CTG ATC 

5GVPDRFT G 
TCT GGG GTC CCT GAT CGC TTC ACA GGC 

TLTI5SVQA 
ACT CTC ACC ATC AGC AGT GTG CAG GCT 

CKQSYNLRT 
TGC AAG CAA TCT TAT AAT CTT CGG ACG 

EINRAAADY 
GAA ATT AAT CGG GCC GCC GCA GAT TAT 

AA - TVESCL 
GCC GCA TAG ACT GTT GAA AGT TGT TTA 
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peXB signal seguence 
MKYLLPTAAAGLLLLAAQPA 
ATGAAATACCTATTGCCTACGGCAGCCGCTGGATTGTTATTACTCGCTGCCCAACCAGCG 

HI Pstl H10 

M A ' Q V Q -L Q Q S G A E L V K PGA S V 
ATGGCGCAGGTGCAGCXSCAGCAGTCTGGGGCTGAACTGGTGAAGCCTGGGGCCTCAGTG 



H20 
R M S C 



-H30- 
Y T F T N Y 



N M Y W V K 



AGGATGTCCTGCAAGGCTTCTGGCTACACATTTACCAATTACAACATGTACTGGGTAAAA 



H40 H50 rK52A 



QSPGQGLEWIGIFY |_E Q. 



CAGTCACCTGGACAGGGCCTGGAGTGGATTGGAATTTTTTATCCAGGAAATGGTGATACT 

H60 H7 0 

SYNQKFKDKATLTADKSSKT 
TCCTACAATCAGAAGTTCAAAGACAAGGCCACATTGACTCCTGACAAATCCTCCAACACA 

H80 H82A H82C H90 

AYMQL'S S LTSEDS AVY YCAR 
GCCTACATGCAGCTCAGCAGCCTGACATCTGAGGACTCTGCGGTCTATTACTGTGCAAGA 



HlOO HIOOEt Bst£2 



*1 

QGSYRYDGGFDi YWGQGTTV 



TCGGGGGGCTCCTATAGATACGACGGAGGCTTTGACTACrrGGGGCCAAGGGAeCACGGTC 

H110 linker 2-1 

TVSGGGGSGGGGSGGGGSDI 
^CCGTCTCC GGTGGTGGTGGTTCGGGTGGTGGTGGTTCGGGTGGTGGTGGTTCG GhHATC 

Sacl LXO L20 

ELTQTTS S LSAS L, G DRVT I S 
GAGCTC ACACAGACTACATCCTCCCTGTCTGCCTCTCTGGGAGACAGAGTCACCATCAGT 



-L3 0- 



L4 0 

LNMYQQN PDG 
TGCAGGGCAAGTCAGGACATTAGTAATTATTTAAACTGGTATCAACAGAATCCAGATGGA 



I S N 



Y iX 



L5 0- 



L60 
S R 



ACTGTTAAACTCCTGATCTACTACACATCAAATTTACACTCAGAAGTCCCATCACCGTTC 

L7 0 L8 0 

SGSGSGTDYSLTISNLEQEO 
AGTGGCAGTGGGTCTGG AACAGATTATTCTCTCACCATTAGCAACCTGG AAC AAGAAGAT 



L90 
Q Q 



L100 
F G G G T 



ATTGCCACTTACTTTTGCCAACAGGATTTTACGCTTCCGTTCACGTTCGGAGGGGGGACC 

Xhol FLAG EcoRl 

KLE 1RDYKDDDDK + * 
AAGCTCGAGATAAGAGACTACAAAGACGArCACGArAAATAATAAGAATTC 



mmmm* 6 

Vr4)\>\ A: \lC3FAB.@e^ij 

ggp : 13 Fab^o^ 'J a * 'J > 

*6£#^- : 1-14 4 3 

±i&$k%L : 14 4 3 
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1 


aaaaaagcGG 


CCCAGCCGGC 


CATGGCCGAG 


61 


GTACAACCTG 


CACGATCCCT 


GAAACTCTCC 


121 


TACTCGATGA 


ATTCCgtcCC 


GCCCGCTCCA 


181 


AATCAACAAA 


G C AGTACG AT 


AAA CT ATT CC 


241 


ACACACAACG 


CCAAAAGTAC 


GCTGTACCTG 


301 


CCCCTTTATT 


ATTGTGCAAG 


ACTTTCTCTT 


361 


GGGACTCTCC 


TCACTCTCTC 


TGCAGCCAAA 


421 


CCTGGATCTG 


CTGCCCAAAC 


TAACTCCATC 


481 


TTCCCTGAGC 


CAGTGACAGT 


GACCTGCAAC 


541 


TTCCCAGCTG 


TCCTGCAGTC 


TGACCTCTAC 


601 


ACCACCTGCC 


CCAGCGAGAC 


CGTCACCTGC 


661 


GTGGACAAGA 


AAATTgaaga 


attttaatta 


721 


ATTGCACTGG 


CACTCTTACC 


GTTACTCTTT 


781 


TCACAGTCTC 


CATCCTCCCT 


GGCTGTGTCA 


84 1 


TCCAGTCAGA 


GTCTCTTCAA 


CACTAGAACC 


901 


AAA CCAGCCC 


AGTCTCCTAA 


ACCGCTGATC 


961 


CCTGATCGCT 


TCACAGGCAC 


TCCATCTGGC 


L021 


CAGGCTGAAG 


ACCTGGCACA 


TTATTACTGC 


L0B1 


GGAGGCACCA 


AGCTGG A A AT 


TAAACGGCCT 


114 1 


ACTGAGCACT 


TAACATCTGG 


ATCTGGAGGT 


1201 


TACCCCAAAC 


ACATCAATCT 


CAACTGCAAG 


12G1 


CTCAACACTT 


CCACTCATCA 


CGACACCAAA 


1321 


acgttgacca 


AGGACGACTA 


TCAACCACAT 


138 1 


ACATCAACTT' 


CACCCATTCT 


CAACACCTTC 


\AA \ 


a a a 







GTGACGCTTC TCCACTCTCC AGGTGGCCCC 
TGTCCAGCCT CAGGATTCCA TTTTAGTAGA 
CGGAAGGGGC TACAGTGGAT TGCACAAATT 
CCACCTCTGA AGGATAAATT CATCATCTCC 
CAAATG AACA AACTGACATC TGACCACACA 
ACTGCGGCAG GGTTTGCTTA CTCCCCCCAA 
ACGACACCCC CATCTGTCTA TCCACTCGCC 
CTGACCCTGG GATGCCTGCT C AAGGG CT AT 
TCTGCATCCC TGTCCAGCGG TGTGCACACC 
ACTCTGACCA CCTCACTCAC TGTCCCCTCC 
AACGTTGCCC ACCCGGCCAG CACCACCAAC 
aaacatggaa ataaaGTGAA ACAAAGCACT 
ACCCCCGTAA CCAAAGCCGA CATCGTCATG 
GTAGGAGACA ACCTCACTAT GAGCTGCAGA 
CGAAAGAACT ACTTCACTTC CTACCACCAC 
TACTGGGCAT CCACTAGCGA ATCTGCCCTC 
ACAGATTTCA CTCTCACCAT CAGCAGTCTG 
AACCAATCTT ATAATCTTCG GACCTTCGCT 
CATCCTCCAG TATCCATCTT cCCACCATCC 
GCCTCACTCC TCTCCTTCTT GAACAACTTC 
ATTGATGGCA CTCAACCACA AAATGCCCTC 
CACAGCACCT ACACCATGAC CACCACCCTC 
AACACCTATA CCTCTCAGCC CACTCACAAG 
AACACCqq^C AGTGTqcqqc cqdiqattal 
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FIGURE 2 




FIGURE 4 
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FIGURE 5 
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6] 



((GIy4)Scr)3 S*GTC acc GTC TCC (CGT ggt ggt ggt tcg>3 gat atc gag CT 3 1 

3' G CAG AGG (CCA CCA CCA CCA ACC) 3 CTA TAG C S' 



((G!y4)Scr)Z 5 * GTC ACC GTC TCC (GGT CGT GGT CGT TCG)2 gat ATC CAG CT 3* 
3' G CAG AGG (CCA CCA CCA CCA ACC) 2 CTA TAG C 5" 



(Gly4)Ser) 5* GTC ACC GTC TCC GGT GGT GGT GGT TCG GAT ATC GAG CT 3* 

3* G CAG AGG CCA CCA CCA CCA AGC CTA TAG C 5' 



5* GTC ACC GTC_TCC GAT ATC GAG CT 3' 
3' G CAG AGG CTA TAG C 5' 



-U.VL S'GGG ACC ACG GTC ACC GTC TCC TCA GCC TCT CTG GGA GAC AGA GTC ACC 
5* GTC GAC GAA TTC TTA TTA TTT ATC GTC ATC ATC TTT GTA GTC 3* 



FIGURE 6 
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FIGURE 11 
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FIGURE 14 




FIGURE 15 




FIGURE 16 
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* NOTICES * 

Japan Patent Office is not responsible for any 
damages caused by the use of this translation. 

1 This document has been translated by computer. So the translation may not 
reflect the original precisely. 

2.**** shows the word which can not be translated. 
3.1n the drawings, any words are not translated. 

DETAILED DESCRIPTION 



[Detailed Description of the Invention] 

Target affinity polypeptide [the technical field of invention] 

This invention relates to the construction of a new polypeptide which improved 

or improved the avidity or the singularity over hapten and an antigen, 

application, and manufacture. 

This invention relates to the activity of these molecules again at construction 
of the antibody's recombinant molecule guided from the manifestation of a 
surface presentation antigen component library or a hapten joint component 
library, amelioration and sorting, and a list. 

The polypeptide of this invention has the usefulness in the diagnosis in 
pharmaceuticals industry and the healthcare industry, a therapy, preliminary 
diagnosis, or the field of prevention, and it has the usefulness in a general 
application rather than it can set to detection and analysis of a chemical at a 
list. 

[Background of the Invention] 

An antibody is a protein molecule with the binding affinity to a target antigen or 
hapten. An antibody is used as a diagnostic drug and a reagent for a therapy 
by the singularity of an affinity interaction. A monoclonal antibody is guided 
from pure cell lineage like a hybridoma cell. However, costs of a hybridoma 
technique are high, and maintenance takes time amount, and the range is 
limited. It is impossible to produce a monoclonal antibody (very little antibody 
with suitable compatibility) to the antigen of all range. An antibody gene or its 
fragmentation can be made to discover with the gestalt which can clone and 
functions biologically within Escherichia coli (E. coli). 
An antibody and an antibody fragment can be manufactured again by the 
recombinant DNA technique which used any of a bacteria cell or a mammals 
cell they were. In the Fab field of an antibody, six adjustable surface loop 
formations are given at the head of a molecule with the combination of two 
heavy chains and a light chain. The loop formation which exists in these 
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external domains (Fv) is called a complementarity determining region (CDRs), 
and gives the antibody joint singularity over the target antigen. Localization of 
this binding action is carried out to the adjustable domain of an antibody 
molecule, and this domain is located in the amino terminus of both a heavy 
chain and a light chain. This is shown in drawing 1 . Even after the variable 
region in some antibodies is cut from an original antibody molecule by protein 
hydrolysis, it remains in the condition (a VHVL dimer and Fv field are called) of 
having met in noncovalent bond, and holds most of the antigen recognition 
ability and binding affinities. The method of manufacturing the double strand Fv 
in which a constant region does not exist substantially is indicated by U.S. Pat. 
No. 4,642,334. 

It is easy to dissociate a recombination Fv fragment. Therefore, that 
researcher etc. did covalent bond of how many domains [ two ], and it chose 
forming the structure called scFv. In this scFv, two peptides (usually the heavy 
chain variable region and light chain variable region of an antibody) which have 
a joint domain are combined with the linker peptide which connects the C 
terminal of one domain to the amino terminal of another side so that the 
relative location of an antigen joint domain may be in agreement with the 
physical relationship seen by the original antibody (refer to drawing 1 ). 
The manufacture approach of Fv fragment combined with United States patent 
4,946,778th and 5,132,405 in covalent bond is indicated. Furthermore, 
different-species mixing (heterogeneity) is attained by manufacture of a 
bifunctional reagent (bifunctional agents) and a polyfunctional reagent 
(multifunctional agents) (U.S. Pat. No. 4,816,397 by U.S. Pat. No. 5,091,513, 
RANDA, etc., such as Houston). 

Construction of a scFv library is indicated by the Europe patent application No. 
239400 and U.S. Pat. No. 4,946,778. However, a single-stranded Fv library 
receives a limit in magnitude for the problem which is inherent in cloning of the 
single DNA molecule in which scFv ** carries out a code. A non-scFv library 
like VH or a Fab library is also well-known, and a **** (Ladner and 
GutermanWO 90/02809) and this are used with the phage system for a surface 
manifestation (Ladner et al., W088/06630 and Bonnert et al, WO 92/01047). 
Since it will trigger an antigenic reaction if Homo sapiens is medicated with a 
monoclonal antibody (usually mouse origin) when using it for an antibody 
therapy, an activity is restricted unless "hominization" is carried out probably. 
The adjustable domain of an antibody consists of a framework of beta sheet 
structure which has six hypervariable regions (CDRs) which form an antigen 
binding site. Hominization consists of permuting the array, especially CDR 
loop-formation array of the mouse which gives binding affinity in Homo sapiens 
adjustable domain structure. Therefore, the CDR loop-formation field of this 
mouse gives the binding affinity to a desired antigen. The hominization of the 
recombination antibody by transplantation of CDRs is indicated by Winter et al 
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(EP-239400). 

It is Marks el al and J.Mol.Biol.1991 to make various recombination Homo 
sapiens antibodies discover using a manifestation / combination system. It is 
indicated by 222,581-597. The latest new data (McCafferty et al, Nature 1991 
348 552; Clackson et al, J.Mol.Biol., 1991 352 624-28) in the approach of 
making a peptide and protein discovering on the surface of filamentous phage 
offer the capacity which chooses and improves these reagents as a diagnosis 
and a cure, and is developed. Using the bacteriophage genome by which it was 
improved for performing the cloned heavy chain which has the origin in both a 
mouse and Homo sapiens and light chain gene expression, presentation, and 
involution is indicated by Hoogenboom et al.Nucl.Acids.Res. and 19 
41 33-41 37;Marks et al.1 991 op.cit. and Bonnert et al, and WPI 
Acc.No.92-056862/07. 

An acceptor molecule (the manifestation is the result of the gene library which 
carries out a code discovering this acceptor in a manifestation organism) may 
also be expressed by the same approach (Lerner and Scorge, WO 90/14430). It 
is indicated by Ladner et al WO/06630 about the manifestation by the cell 
surface of the single-stranded antibody domain united with cell surface 
protein. 

Maturation of compatibility is the process in which the joint singularity, 
compatibility, or avidity of an antibody is changed. Various experiment 
techniques are devised and various amino acid sequences are created by 
applying various mutation strategies for any of the field chosen [ CDRs / the 
whole antibody fragment or ] being. The mutation to which the specific activity 
of an enzyme is changed is also reported. This contractor will learn the various 
approaches for choosing the molecule with which the request was embellished 
at the list in order to attain random mutation or part directivity mutation. By 
performing the re-combination of an one chain type (for example, heavy chain) 
library about the so-called "chain shuffling (chain shuffling)" technique (for 
example, light chain), i.e., the fixed complementary chain About the device 
which raises versatility and chooses a specific antibody Kang et al 
Proc.Natl.Acad.Sci.USA and 1991 88 4363-466; — Hoogenboom et al, 
NucLAcid Res., and 1991 19 4133-4137; It is indicated by Marks etal, 
Bio/Technology, and 1992 10 779-783. 

In order to conquer the problem to which Homo sapiens reacts to V domain of 
an antibody, a framework, or the mouse array of which part of a constant 
region, a recombination Homo sapiens antibody gene library can be built from 
the various human tissues containing a peripheral blood lymphocyte (Winter 
and Milstein Nature, 1991 349 293). Since the Homo sapiens adult has already 
received the antigenic stimulus, an adult B cell ensemble's capacity by which 
immunization was carried out beforehand to recognize a wide range antigen is 
reflected in the ensemble who decrease in number as compared with a B cell 
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ensemble by birth and by whom the mRNA molecule of an antibody was 
restricted. 

Therefore, one of the organizations chosen in order to obtain the largest 
possible antigen binding capacity is embryo peripheral blood, and it is **. This 
extermination peripheral blood is still the condition of having been born, and 
the ratio of an IgM antibody molecule is higher than grown-up blood (about 
70%; in addition IgG 30%). Therefore, the supply source of ideal gene stock for 
building the antibody library which planned extensive maturation (evolution) so 
that various antigens could be combined variously is offered. 
[Summary of the Invention] 

Therefore, the following matter is included within the limits of this invention. 

1 ) Identification and construction of a new recombination polypeptide which 
are combined to a target. 

2) Change such a polypeptide agent according to the device which contains 
the mutation of the DNA coding region, for example, and change the engine 
performance. 

_3)_Eurthermore, jyith _the_re it sets they to be 

[ any of gene level or protein level ], and change these polypeptide agents, 
if the first side face is followed — this invention — a target affinity 
polypeptide — it is — a — stable core polypeptide field (SCR) b — at least 
one target joint field (TBR) 

** is provided. Said target joint field provides arbitration with the polypeptide 
which has passed through the mature process, in order to change the 
singularity, compatibility, or avidity to a target. 

We were able to design and build the polypeptide by this invention by which 
the singularity, compatibility, or avidity of association was changed, without 
needing operation of a mature process, surpassing — for example, it was 
carried out using an immunoglobulin (Ig) and CD8. 

We indicate the construction of the target affinity polypeptide of monovalence 
in which TBR is carrying out covalent bond to SCR. These SCRs are two Ig Mr. 
domains (for example, an antibody variant part domain or CD8 domain) as for 
which Ig super family carried out covalent bond preferably. 
It is formed of ******. 

We show how the target affinity polypeptide of many organic functions may be 
manufactured by forming on SCR TBRs which dissociated or overlapped again. 
We also showed that Ig Mr. domain of the member of Ig super family could be 
built as SCRs, and it joined together in noncovalent bond, and the target 
affinity polypeptide of two functionality and polyfunctional nature could be 
manufactured. We indicate how the amino acid sequence which forms the 
stable dimer which can carry out covalent bond to Ig Mr. domain, carries out a 
self-association by that cause, and has two functionality or polyfunctional 
singularity preferably, an aggregate, or an array is designed. A target affinity 
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field can be combined with a target molecule, and the chemical of which type is 
sufficient as this target molecule. For example, the member of everything [ 
target / this ] but an antigen; antibody or Ig super families, such as hormone, 
such as small molecules, such as an insecticide or a drug, and a steroid, amino 
acid, a peptide or polypeptide; bacterial, viral, or a cell surface antigen; they 
may be a tumor marker, a growth factor, etc. This contractor could choose the 
target of various objects variously easily. 

When the polypeptide of this invention is used for the diagnostic object in the 
Inn vitro, if a core polypeptide field is suitable protein, it is good anything. 
However, when meaning carrying out the Inn BIBO activity of the polypeptide 
of this invention, as for this core polypeptide field, it is desirable that it is 
nonantigenic. Therefore, probably, all are suitable if it is the usual Homo 
sapiens protein of the type which is generally tolerant which exists in a blood 
serum or appears in cell surface. The fixed domain of the usual cell surface 
protein is produced with a meltable mold, and can improve or change the 
compatibility by the approach of this invention. In the case of the Homo 
sapiens protein which makes T cell surface protein an original target, the 
fusibility fragmentation becomes a promising immune control therapy agent 
useful to especially transplantation. Probably, much of these fragmentation has 
homology with the protein of the super family of an immunoglobulin, 
the especially desirable voice of this invention — it sets like and a target is . 
chosen from the group which consists of the cell surface proteinrtumor growth 
factor alpha (TGF-alpha) and leukemia inhibitor (UF) of a viral antigen; tumor 
marker, CD28, and CD4 grades, such as glycophorin (glycophorin) or other 
erythrocyte cell surface proteins, an influenza virus neuraminidase; hepatitis B 
antigen, and gp40 protein of HIV. Also in application [ which / of a diagnosis 
and a therapy ], especially if the target joint field has two or more singularity, it 
is useful, a target joint polypeptide — compatibility with two or more targets 
— **** — especially the thing to be is desirable. It dissociates, or this 
compatibility overlaps a front face/and is offered by forming two functionality 
or a polyfunctional reagent. The reagent of 2 operation nature or the sex for 
prolificacy also uses a linker-polypeptide for arbitration, and is considered to 
be creation **** covalent bond or by carrying out a noncovalent bond in each 
target affinity polypeptide. 

In the second side face, this invention offers the DNA structure which carries 
out the code of the above-mentioned target affinity polypeptide. 
It is the approach of manufacturing the DNA structure with which this 
invention carries out the code of the target affinity polypeptide of this 
invention in the third side face, and one or more cycles which consist of 
mutation and sortings are presented with DNA which carries out the code of 
the target affinity polypeptide, and the approach possessing obtaining the sub 
ensemble of the DNA molecule which carries out the code of the target affinity 
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polypeptide by which the description of compatibility, singularity, or avidity was 
changed is offered. 

Preferably, as for DNA which carries out the code of the target affinity 
polypeptide, it is desirable to exist in an element with duplicate capacity or an 
expression vector (display vector), i.e., the vector which carries out 
self^renewal in a suitable host. This expression vector is chosen from the 
group which consists of fibrous bacteriophages, such as a bacteriophage and 
Fd, a virus, bacteria, yeast, slime mold, or a mammals animal cell preferably, 
mutagenesis — random or a part — you may be directional any, and this 
contractor will learn many methods of having been suitable in order to perform 
this process, and will come out. Mutation is presented with one or more target 
joint fields of a target affinity polypeptide. 

By the desirable mutation system used for this invention, the special mutant of 
the Escherichia coli which was named mutD and mutT1 and which was carried 
out is used (R. Fowler el al, J.Bacteriol., 1986 167130). These special mutants 
can transfect in phage and are useful for especially the object of this invention. 
In a desirable mode, the approach of manufacturing the above-mentioned 
target affinity polypeptide a — DNA which carries out the code of the 
framework structure of the target affinity polypeptide of one or more requests 
with the process isolated by the polymerase chain reaction In order to induce 
mutation to one or more target joint fields of b target affinity polypeptide 
Process which presents arbitration with this DNA at mutagenesis The process 
which inserts c this DNA in one or more expression vectors, The process 
which sorts out the sub ensemble of the expression vector expressing a target 
affinity polypeptide with the singularity, avidity, or compatibility of d request, 
This [ e ] in order to obtain the sub ensemble of the expression vector 
expressing the target affinity polypeptide by which the description of 
compatibility, singularity, or avidity was changed in the sub ensemble sorted 
out Process with which one or more cycles which consist of mutagenesis and 
sortings are presented The process which inserts in a high-level expression 
vector DNA which carries out the code of the target affinity polypeptide of 
which f alteration was done is provided. 

the conventional method of versatility [ selection / of the sub ensemble of an 
expression vector ], such as utilization of target association, fluorescence 
activation cell sorting, biotin avidin, or a biotin SUTOREPUTOABIJINSHI 
system, — it is attained- Especially a desirable approach is compatibility 
selection performed on insoluble base materials, such as an immunity tube. It 
turned out that especially this is simple. 

Therefore, also offering the approach of manufacturing a target affinity 
polypeptide will be understood by this invention's importing the advanced 
expression vector of the above-mentioned publication into a suitable 
manifestation host again, making a target joint polypeptide discover, and 
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isolating the protein produced in this way. 

Moreover, a target affinity field and a stable core polypeptide may be fields 
where the same molecules differ, or it will be understood clearly that you may 
be guided from a different molecule. 

Combination with other molecules (the domain here of the MHC class I and II 
molecule etc.) relevant to the changed antibody or an antibody fragment, scFv 
fragmentation including the meeting link which makes combination possible 
when continuous, alteration CD8 molecule (for example, single-stranded [ CD / 
8 ]) and an antibody molecule or its fragmentation, CD8, or an immunoglobulin 
super family is included in the type of a target affinity polypeptide structure in 
which an idea is carried out by this invention. For example, IalphaMHC class 3 
domain is combined with CD8, therefore the fusibility version of alpha 3 
becomes a leading immunity modifier. The following are contained in the 
desirable structure using CD8. 

a) The single-stranded molecule with which only V Mr. domain of alpha and 
beta subunit is connected. 

b) The molecule which changed N-terminal amino acid into the serine from the 
lysine in order to enable a manifestation with bacteria, without changing the 
charge balance of transit peptide and having an adverse effect on biological 
activity. 

A target affinity polypeptide can contain the polypeptide tail which carried out 
covalent bond, and this tail may be TBRs or may be meeting in noncovalent 
bond with other TBRs(es). 

Although especially the following publications have mentioned some examples 
about an IgG type antibody and its fragmentation, it will be understood clearly 
that this invention can be applied also to the antibody of other types (IgM, IgA, 
etc.). 

The DNA array which carries out the code of the target affinity polypeptide 
can clone this polypeptide to any vector which can be expressed to bacteria 
phage or cell surface, desirable ** KUTA — pHFA — it is — the structure — 
the [ international patent application ] — it is indicated by PCT/AU 93/00228, 
and gets down, and the structure is shown in drawing 4 . Bacteria hosts 
desirable to the manifestation of protein are Escherichia coli (E. coli) and 
Bacillus subcillus (Bacillus subtilis). 
[Detailed explanation of a drawing] 

This invention is explained to a detail with reference to the following examples 
and drawings which are not restrictive. 

Drawing 1 has illustrated the structure of an antibody and its fragmentation, 
(a) This consists of the two same heavy chains and the two same light chains, 
and shows the polypeptide chain structure of a typical IgG antibody in which 
each of a heavy chain and a light chain is divided into the adjustable domain 
(V) and the stationary domain (C). The whole IgG molecule has the two same 
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antigen joint front faces at the end of Fv field, and a these antigens joint front 
face is formed of the involution of VH chain and VL chain. With this 
combination of VH and VL, six loop formations called a complementarity 
determining region (CDRs) are offered at the head of a molecule, and these 
loop formations give the joint singularity of the antibody to that target antigen 
by offering an antigen joint front face. 

(b) The Fab antibody fragment contains a part of one light chain and one heavy 
chain. 

(c) Both Fab fragment and each of Fv fragment are considered to have the 
same antigen joint front face as a parent antibody. 

covalent-bond-fusion of as opposed to [ in drawing 2 ] the secondary coat 
protein (gene III protein) at this head of phage to the front face of a fibrous Fd 
bacteriophage — or an antibody fragment like the Fab molecule expressed as 
fusion in main gene VIII coat proteins and a scFv molecule is shown. Support 
only of one chain (a heavy chain or light chain) is carried out to the coat 
protein of phage, and the chain of another side is given in the form of fusibility 
into the periplasm of a host cell by the meltable form about the expression of a 
Fab molecule. Although the infectivity to a host cell is falling by fusion on gene 
III protein, this Fd bacteriophage is still viable. 

The approach by which the pool (library) of a heavy chain field and a light chain 
variable region unites one chain with the gene III protein or gene VIII protein of 
phage, and drawing 3 is built in Fd phage expression vector is shown. This 
expression vector is transfected into a host cell, and generates a duplex 
combination library. The gene which each host cell manufactures viable Fd 
phage as which an antibody fragment is expressed by the phage front face, and 
carries out the code of the antibody is packed with a viral genome. Affinity 
purification of phage is based on the compatibility over a target antigen, and 
enables simultaneous recovery from the survival phage of the gene which 
carries out the code of the antibody. Although a FAJIMIDO expression vector 
can improve transformation yield, the helper phage for assembling a viable 
descendant is needed. Although construction of a hierarchical library is 
included in another strategy, a chain is expressed with the library of the 
second chain and the highest involution chain of compatibility is sorted out for 
while it was maintained uniformly here. A more complicated library can be built 
using the gene pool on another expression vector, and, subsequently to a host 
cell, crossover transfection of this library is carried out. It will depend for 
recovery of a gene on the relative packing effectiveness of these two vectors. 
Drawing 4 shows the structure of the FAJIMIDO vector HFA. While this vector 
has the capacity which discovers the cloning antibody united with the gene III 
protein of Fd phage front face in the control stock of Escherichia coli (E. coli), 
in a non-controlling stock, this cloning antibody gene is discovered as a 
fusibility product. A lacZ promoter enables induction of the manifestation by 
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IPTG, and FLAG (it is discovered as fusant with an antibody) is used for 
composite detection and affinity purification. 

Drawing 5 shows the theoretical minimum distance (angstrom) connected with 
a series of scFV-NC10 deficit linker structures by the polypeptide linker. 
Drawing 6 shows the DNA array of the synthetic oligonucleotide duplex chain 
which was inserted into pPOW-scFV-NC10 by which limit decomposition was 
carried out appropriately and which carries out the code of the polypeptide 
linker from which die length differs. 

Drawing 7 shows analysis of scFV-NC10 protein compounded from VH f 15 and 
VL, VH, 10, VL-VH, 5 and VL, and VH-VL The photograph of drawing The 
analysis result of the unguided mold (lanes 1-4) on KUMASHIGERU (upper 
panel), and an induction type (lanes 5-8), A probe is carried out by anti-FLAG 
and M2 antibody (IBI, New Heven, CT). Then, it is as a result of [ of the 
western blotting of this KUMASHIGERU that was processed with the goat 
anti-mouse antibody and horseradish peroxy DASE complex as the second 
antibody (sigma company), and was further detected by enhancement 
chemiluminescence (Amersham) ] analysis (a lane 9-16 lower panels). 
Drawing 8 is the degree of association of observed scFV-NC10, and the 
epitome of activity to the target antigen. 

Drawing 9 shows the identity of the structure between an antibody Fv 
fragment and CD8 alpha-chain heterodimer. 

(a) This is ribbon drawing of VH or VL molecule in which the CDR loop 
formation which attached the number of 1 -6, and the framework region (ribbon) 
saved structurally are shown. 

(b) This is ribbon drawing of two CD8 alpha chains. The field corresponding to 
an antibody CDR loop formation is shown in the crowning of a molecule, and 
the number is attached. 

Orientation of this gay dimer is carried out to space with the molecule opposite 
shaft which carries out a vertical position. The CVR Mr. loop formation from 
the top face of a molecule is shown, about one subunit, the number of 1 , 2, and 
3 is given to a CDR1 Mr. loop formation, a CDR2 Mr. loop formation, and a 
CDR3 Mr. loop formation, respectively, and the number of 1\ 2\ and 3' is given 
to them about the subunit of another side, respectively. The C terminal has 
extended from the pars basilaris ossis occipitalis of a molecule. The loop 
formations which form a dimer interface are a CDR3 Mr. loop formation 
(crowning) and a C-C'loop formation (pars basilaris ossis occipitalis). 
Drawing 10 shows the SDS-PAGE gel dyed by Coomassie which shows all the 
cytoid monsters of scCD8 compounded in the Escherichia coli host cell 
pop2136 using pPOW. The arrow head shows the location of fusion and 
maturation (signal sequence which cleft) scCD8. In this drawing Unguided cell 
containing rain 1 :pPOW-scCD8 After [ 4 hours ] incubation of rain 
2:pPOW-scCD8 Unguided cell containing rain 3:pPOW-Lys->Ser-scCD8 4 of 
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- rain 4:pPOW-Lys->Ser-scCD8 After [ time amount ] incubation It is the 
molecular weight marker dyed before rain 5:. 

Drawing 1 1 shows the scheme by which affinity maturation of each antibody 
gene may be carried out. Each gene is sorted out from a phage expression 
library, and, subsequently receives the Inn BIBO mutation or the Inn vitro 
mutation of a number round. Subsequently the antibody fragment which carried 
out affinity maturation is sorted out about the capacity combined with an 
antigen in advance of the further mutation round or high-level gene expression. 
The whole antibody library can increase whenever [ compound ] by repeating a 
mutation round in advance of sorting of each phage by panning or affinity 
sorting. 

Drawing 1 2 shows the result of EUSA screening of the mutation for affinity 
mutation of a carrier beam colony. 

Drawing 1 3 shows an example of the shuttle vector for a manifestation within 
p569 vector (W. supply from Mr. Nellen) (D. discoideum), i.e., D. disco IDEUMU. 
This vector has the transposon Tn903 for sorting by an alpha L fucosidase 

promoter array, the signaLsequenae,_the multi-cloning part, the translation 

terminator, and G418. 

Drawing 14 shows the three-dimensional structure drawn as a polypeptide 
frame of the NC10 and scFv fragmentation compounded with two influenza 
neuraminidase subunits analyzed by X-ray diffraction analysis in the resolution 
of 3A. In this drawing, the linker polypeptide which has connected the heavy 
chain variable region and the light chain variable region is not drawn. In this 
crystal structure, two Fv fragments meet at a tooth-back-tooth back, and 
dimerize two different neuraminidase subunits. In the situation of this scFv 
fragmentation, it is considered that this dimer Fv molecule is a Afunctional 
reagent. 

Drawing 15 shows the model of two neuraminidase tetramers combined 
together with four NC10 and scFv dimers analyzed by the electron microscope 
in the solution. 

Dimerization of drawing 16 is carried out at a tooth-back-tooth back, and it 
shows the model of the bifunctional Fv molecule which met without steric 
hindrance closely. It sets to this model, the C terminal of a heavy chain is 
accompanied by the minimum reconstruction of the remaining polypeptide 
frames, and it is a light chain variable region. It may connect with -13 residue 
directly. 

The scFv dimer connected noncovalent bond-wise [ drawing 1 7 ] and in 
covalent bond, respectively is shown typically. 

The array recognition number 1 shows an example of mouse Ly-2+Ly-3V 
domain designed for the manifestation with bacteria. 
The array recognition number 2 shows an example of Homo sapiens 
single-stranded CD8 structure designed for the manifestation in bacteria 
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******** KUTA like pPOW. 

The array recognition number 3 shows an example of mouse MHCa3 domain 
designed for the manifestation. 

The array recognition number 4 shows the DNA array of 1C3 and scFv which 
does not contain the linker in pHFA. 

The array recognition number 5 shows the DNA array of anti-influenza NC10 
and scFv accompanied by the pelB secretion signal, and FLAG and a C 
terminal peptide. 

The array recognition number 6 shows the DNA array of the first 1443 bases 
of anti-glycophorin 1C3Fab in pHFA of p569 after PCR magnification prepared 
for connection. 

The following are contained in the desirable mode of this invention. 

1 . The structure of a target affinity polypeptide may be based on a scFv 
molecule with which one TBR is formed of six loop formations of the surface 
polypeptide which offers the surface of action (therefore, singularity) to an 
antigen. In order to contact an antigen and to give a sufficient touch area and 
compatibilityjn a desirable jriode especially, TBR may be formed of four CDR 
loop formations ( drawing 14 ). The result of us using NC10 shows that it is 
easy to carry out mutation of these polypeptides array at random, and to 
embellish target compatibility. 

2. Two functionality or a polyfunctional antibody reagent can be manufactured 
by connecting each target affinity polypeptide in covalent bond. This 
covalent-bond-association may be offered by the polypeptide chain of the 
form of a single-stranded Fv molecule. Singularity is combinable by combining 
each protein and a field with dimerization or the inclination which is easy to 
condense. To follow, for example, to connect two single-stranded Fv fragments 
with the normal sense by the additional polypeptide chain is not needed. 

This can connect the heavy chain, a light chain and a heavy chain, the heavy 
chain or light chain, and light chain of different singularity, and can attain them 
by forming a dimer functional subsequently or floe. Of course, this approach 
can be used also in order to connect V domain which had required singularity 
again with the immunoglobulin Mr. domain guided from CD8, T cell receptor 
fragmentation, or MHC fragmentation. 

In a desirable mode, covalent-bond-connection of two Ig Mr. domains like the 
heavy chain variable region of an antibody and a light chain variable region can 
be performed, without using, using a linker polypeptide. VH domain and VL 
domain are connected in covalent bond between the carboxy end of one 
adjustable (V) domain, and the amino terminus of V domain of another side, 
without a polypeptide linker spoiling the original form of a scFv bonding site in 
the case of monomer scFv fragmentation. scFv may be assembled in order of 
which [ VH, a linker and VL fusion protein, or / of VL, a linker, and VH fusion 
protein ] domain. This linker must be a hydrophilic property preferably, in order 
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to prevent a meeting with hydrophobic V domain front face. A linker may be die 
length smaller than 25 amino acid residue with the desirable magnitude 
established by experiential sorting. While a desirable linker array consists of 
Gly4Ser of a pentamer unit and serine residue raises the hydrophilic property 
of a peptide frame here, glycine residue gives sufficient flexibility to a linker, in 
order to take the conformation of a certain range around V DOMEN. In a 
desirable mode, the meeting object of the covalent-bond nature of a polymer 
Fv fragment can be especially manufactured without an additional linker 
polypeptide by removing the intercept of one Ig domain in a connection array. 
The structure without these linkers is called the domain (tightly coupled 
domains;TCDs) combined closely here. The number of the amino acid which 
should be removed can be experientially determined using protein design 
theory. Drawing 1 6 is describing TCDs to which two Fv molecules met at the 
tooth-back-tooth back, and there are two TBRs(es) in the opposite end of a 
molecule here, and it forms the bifunctional reagent which can carry out cross 
linking to two target molecules. In this example, in order to obtain a close 
meeting , ev en 1 3 amino acid is removed preferably. The obtained molecule has 
the inclination to oligomerize even to a dimer at least, in a form from which the 
interaction between Ig Mr. domains is not prevented in three dimensions 
although it is close. By adding a polypeptide tail to the amino terminus and 
carboxy end of isolation, it is thought that the number of TBRs(es) on a 
molecule can be increased. Moreover, it is clear that it may permute on the 
whole or selectively by giving the polypeptide array which the deletion 
polypeptide array removed by the bond part of Ig Mr. domain combined with 
other locations in Ig Mr. domain. These molecules form a 2-dimensional array 
and we expect that a bifunctional front face could be offered by it. It is thought 
that these arrays probably have a specific application as a biological coating 
means. 

The perfect three-dimensional structure of the Homo sapiens who matured or 
Mouse CD 8 containing heterodimei^an alpha chain and a beta chain is not yet 
known. The prediction from the crystal structure of heterodimer Homo sapiens 
CD8alpha has suggested that the alpha chain is similar with the antibody VL 
chain in topology (Leahy et al., Cell, 1992 and 68, 1 145-1 162). Although we 
built the single-stranded variety of a mouse CD8 alpha/beta heterodimer for 
the manifestation which used bacteria sorting BAKUTA, the same result may 
be expected even if it uses Homo sapiens CD 8. Original Homo sapiens or CD8 
molecule of a mouse is considered to have compatibility only in the molecule of 
the MHC class I. We predicted what will be become possible to use scCD8 
molecule as a stable framework for manufacturing a target affinity polypeptide 
with the approach of a random library which was indicated in the example. By 
this approach, scCD8 molecule can be used as a false antibody. Furthermore, 
this scCD8 molecule can embellish further loop structure equivalent to 
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magnitude and CDR f in order to provide a contact front face with the 
framework for less than six CDR loop formations. In a desirable mode, we have 
planned especially the stable protein framework which can provide a surface of 
action with four pieces or five CDR loop formations. We have also planned the 
strategy for applying to other Ig domains. For example, the immunoglobulin Mr. 
domain of the MHC classes I and II can be made to discover in the form of 
fusibility, and if this is embellished, it can be used as an immunity modifier. 

4. The above qualification to a target affinity polypeptide can be due to the 
mutation of a coding region by using library sorting and a qualification strategy 
as shown in drawing 3 . this mutation — low compatibility — and 
single-stranded [ with large singularity ] — TBP or TBP is ripened and the 
range of the target molecule which it recognizes is raised. A more important 
thing is creating the binding affinity range about each member of a library, and 
each DNA coding region's of the being easily sorted out by well-known 
methodology, and isolated. What any which such a library shows compatibility 
to antibody Mr. fragmentation, or show compatibility to ligand, other proteins, 
an enzyme, or an acceptor, or another peptide is probably included for is 
assumed. Moreover, although it is not antigenic in itself, the stable core 
polypeptide which may be embellished by adding a CDR loop formation or a 
peptide with the compatibility over specific ligand may also be included by 
transplanting a coding region by recombinant DNA technology. Moreover, the 
joint front face with the joint property which change of the conformation of 
protein was brought about and differed from the boss child by change to a 
framework region which changed is also seen shown. 

Construction of the manifestation library with a predetermined target joint 
property which rearranges and manufactures an antibody fragment (a 
single-stranded Fv fragment is included) is included in the most common 
example. It can continue at each sorting process shown in drawing 3 , and the 
expression vector which makes possible the continuous re-combination of a 
joint domain (VH domain and VL domain are included in a desirable example) 
can be used appropriately because of pHFA. 

5. This invention builds a wide range acceptor, an acceptor Mr. molecule, and 
the molecule built potentially also for any of avidity, structural integrity, and 
biological activity by the list with the mutation in an important field, and it may 
be used in order to sort out. Although it is used in order that an expression in 
the phage front face of the first stage after being discovered, and the phage 
rescue from Escherichia coli may act as the monitor of the effectiveness of 
this approach, an alien system like an eukaryotic cell system also has 
manifestation capacity. It is shown that yeast (Saccharomyces SEREVISHIAE) 
discovers the monoclonal antibody to VH of NC41, i.e., SUNOIRAMINIDAZE of 
influenza UIRU, in the bottom of alpha mating factor promoter s control, and 
DIKUCHIOSUTERIUMU disco IDEUMU (dictyostelium discoideum) of slime mold 
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can discover the recombination protein containing both VH of NC10, and scFv. 

6. Specific sorting of a target affinity polypeptide combinable with a specific 
antigen (UF, TGF-alpha, glycophorin, a cell surface marker, or other cell 
specific surface proteins may be contained) is attained as a result of the 
expression on an expression vector, for example, an expression in the phage 
front face of these peptides united with the gene III product. By choosing 
suitable phage, next, as shown in drawing 5 , the round of mutation is 
presented with these. 

In the following examples, in order to cover the whole molecule and to induce 
run DAMUNI mutation, mutD [ of Escherichia coli ] and mutT1 variant is used. 
This is performed by using which standard technique looked at by reference by 
carrying out the transformation of these Escherichia coli stocks by plasmid 
DNA. A desirable approach is electric terebration. Or a variant may be 
transfected in recombination phage by the standard transfection method. After 
performing the growth land of the Escherichia coli containing these 
plasmids/phage, phage may be rescued by the standard technique which used 
the helper phage. Subsequently, it can use for the antigen joint trial for 
measuring the effect of the various mutation to binding affinity. 
Although it is not checked that such mutation causes the base substitution in 
DNA, the addition of a peptide to the structure of a molecule which changes 
the number, the magnitude, and the location of the joint field in a molecule may 
also be included. Probably, compatibility shows the joint property which 
changed substantially, if the single domain joint unit accompanied by these 
addition is not specific. The correlation between the mutation in a specific part 
and binding affinity can be used in order to design the new CDR loop formation 
and new framework region for a leading target affinity polypeptide therapy-wise 
and diagnostically. 

the cause of the first step of a process of going to the manifestation by which 
the "antibody gene" was controlled in the range of this invention again — ** 
— the manifestation of the recombination protein from a recombination cell 
under direct control of the becoming antigen or a certain ligand is also 
included. 

7. Two functionality or a polyfunctional reagent can be sorted out using the 
above-mentioned library technique. A target affinity polypeptide may be 
expressed for affinity sorting by association through a polypeptide tail. Sorting 
based on the compatibility over two or more different target antigens or 
haptens will sort out the single molecule which has two joint front faces in the 
location where the same molecules differed. These joint front faces may lap. In 
order to build the library for sorting out two functionality or a polyfunctional 
reagent, the strategy of the site specific mutation applied to two or more front 
faces of a protein molecule and random mutation may be used. In 
single-stranded Fv or a case single-stranded [ CD / 8 ], a field desirable for 
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mutation is the counter PERT of objection in a CDR loop formation and the 
other end of a scFv molecule. Mutation desirable in the case of a Fab molecule 
is a thing in a CDR loop formation and the counter PERT loop formation of 
objection in the other end of a stationary domain. 

Unless it mentions specially outside, all the standard methods mentioned here 
are indicated by Sambrook et al. and the "molecular-cloning-A laboratory 
manual" of 1990. 

Example 1 The polypeptide linker of different die length was used. Target 
affinity PO as a single-stranded Fv fragment Construction and a manifestation 
of RIPEPUCHIDO The parent scFv fragmentation of NC10 (monoclonal 
antibody which recognizes the neuraminidase (NA) molecule on nine shares of 
influenza viruses N) was designed and built, and it was made discovered in 
Escherichia coli (array recognition number 5). Synthetic protein was led to peri 
PURAZUMU of Escherichia coli by secretion signal PelB of an amino terminus, 
and met with the insoluble film fraction by it there. The tail of the sucrose 
octaacetate (FLAG;IBI USA) was united with the carboxyl terminus of this 
.-_scFv,_and it_.usedjn.j)rdecJto_act .as ihe^onito.r_of_this scFv through the 
continuing purification process. This agent is two functionality and has 
singularity to both neuraminidase and anti-FLAG antibody. 
This scFv-NC10 protein was refined by dissolving and applying an Escherichia 
coli film fraction to a column chromatography continuously by 
hydrochloric-acid guanidinium. It was shown by the size abatement HPLC of 
refined scFv-NC10 that scFv fragmentation produces two peaks corresponding 
to the magnitude of a monomer (27kDa) and a dimer (54kDa). Furthermore, to 
combining a monomer mold with N9NA and forming the complex of 320kDa(s), 
it combined with N9NA and the dimer mold formed the complex of 640kDa(s). 
640kDa complex consists of four scFv molecules combined with two NA 
molecules to the complex of 320kDa(s) consisting of four scFv molecules 
combined with single NA molecule. By the electron microscope, it was checked 
that two neuraminidase tetramers have joined together closely with four 
bifunctional scFv dimers ( drawing 15 ). Electron microscope observation of 
high resolution was performed about tern N9 (birds) stock of the influenza 
neuraminidase which forms compound between the scFv structures of NC10 
and Mab. Here, the HOHOTANGU stainless steel acid potassium (potassium 
phopho-tungstate) (pH7.0) or the uranyl acetate (pH4.0) dyed this molecular 
complex (contrast-izing). 

Imaged the molecular complex with the monoclonal (32/3, NC35 and NC41) 
Fab of the same N9NA, and the molecular complex with all the monoclonals 
(32/3, NC41 and NC10) IgGs. It is based on the extensive experiment which we 
conducted before. We It was the structure which the head pair of the 
neuraminidase which combined the image of N9 Na-scFv complex with four 
bridge formation scFv dimers in the field and the field closed, and this 
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association was analyzable, when it was carried out so that the molecular 
complex with which it filled up closely might maintain four-fold point symmetry 
( drawing 1 5 ). This image analysis of an N9 Na-scFv molecular complex is just 
in agreement with the molecular weight of the complex observed in the 
solution, and Mr 610,000. 

Meeting ****** close between two scFv molecules connected with the 
revolving shaft of a duplex was proved by the X diffraction ( drawing 14 ) of the 
crystal with which scFv forms neuraminidase and complex. Two possible dimer 
structures can be considered. In the first example, by the single polypeptide 
chain with a peptide tail, VH and VL domain by which the code was carried out 
form scFv of two functionality, and meet in noncovalent bond with scFv 
molecule with this another ( drawing 1 7 ). the second example — every — VH 
and VL domain which form an antigen joint front face (TBR) in Fv — a 

noncovalent bond like — meeting — **** — this — covalent bond of the 

two Fv(s) is carried out by the linker polypeptide ( drawing 17 ). 
What VH of the dimer which carried out covalent bond by molecule model 
_ creation research ( drawing 1 4 ) to VH of the dimer which met in noncovalent 
bond, and the distance between VL domains being at least 35A, and the 
distance between VL domains will be less than 25A is shown. Residue assumed 
the distance in which distance between the adjoining peptide linkage is made 
into 3.8A, and a linker may spread theoretically to be 54, 36, 1 8, and OA about 
linker pPOW/scFv-NCIO structure of 15, 10, 5, and 0, respectively, and we 
investigated the type of the scFv-NA complex formed when it combines with 
an antigen by the linker of the die length from which scFv protein differs. 
A series of scFv-NC10 proteins which shortened the die length of a linker 
were created ( drawing 5 ). The first pPOW-scFv-NCIO structure has the 
polypeptide linker which consists of three pentamer unit Gly4SeKs) (this 
pPOW-scFvNC10 structure is called the linker of 15 residue, and VH15VL). 
residue linker pPOW-scFv-NC10 structure of structure (VH10VL) VH5VL and 
VHVL which build a linker deficit mutant and have 2, 1 , and 0 unit by removing 
each of these pentamer units in order — calling — it was formed. Furthermore, 
scFv-NC10 structure was created by making the first beta chain (the first 13 
amino acid) of VL domain suffer a loss so that the carboxyl terminus of VH 
domain might be combined with a direct VL domain (VH-13VL). 
Detail of the pPOW-scFv-NCIO construction which shortened linker length 
pPOW-scFv-NC10 structure was continuously digested according to a 
manufacturer's specification using BstEII (New England Biolabs) and Sad 
(Pharmacia), and the polypeptide linker was removed. Electroelution of the 
pPOW-scFv-NC10DNA without the linker by which restriction enzyme 
digestion was carried out was carried out from agarose gel 0.8%, and it was 
condensed by 0.3M sodium acetate and precipitate using the ethanol of the 
amount of 2.5 time volume. When an synthetic oligonucleotide incubated for 30 
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minutes at 37 degrees C during T-four polynucleotide kinase (Pharmacia) of 
0.5 units, 1 mMATP, and One-Phor-AII buffer plus (Pharmacia), phosphorylation 
of the 5'end was carried out. The complementary phosphorylation 
oligonucleotide primer ( drawing 6 ) of a couple was beforehand mixed by the 
equimolar ratio, and the DNA duplicitas which carries out the code of the 
single-stranded linker from which die length changed was formed. These 
duplicitas was connected into the pPOW-scFv-NC10 plasmid by which limit 
decomposition was carried out by BstEII-SacI using the ligation kit (Amersham 
ligation kit) of Amersham. In order to have created the VH-13VL structure, 
different approach a little was needed, the oligonucleotide primer ( drawing 6 ) 
which continues and spreads in a deficit VL domain — building — this — 
FLAG — it was doubled and used combining the specific oligonucleotide primer 
( drawing 6 ), and the VH-13VL fragmentation of scFv~NC10 was amplified by 
PCR. It connected using the ligation kit made from Amersham (Amersham 
ligation kit) into the pPOW-scFv-NC10 plasmid which digested this 
magnification object by BstEII and EcoRI, and was digested similarly. Extract 
purification was carried out by the phenol/chloroform of the amount of volume 
[ mixture / this / connection ], and it was made to precipitate in 0.3M sodium 
acetate and the ethanol of the amount of 2.5 time volume. This connection 
DNA was re-suspended in [ of 20ml ] H20, and the transformation of that 
sample 5ml was carried out into Escherichia coli DH5a (supE44, hsdR17, recA1, 
endA1, gryA96, thi-1, relA1) and LE392 (supE44, supF58, hsdR14, lacY1, galK2, 
galT22, metB1 f trpR55). The cell was shaken in 1ml LB culture medium for 1 
hour, and the plate was carried out to 2xYT culture medium containing 100mg 
[/ml ] ANMPISHIRIN. The recombination clone was identified by PCR screening 
using the oligonucleotide turned to the PelB leader sequence and FLAG array 
of a pPOW vector. The DNA array of the shortened linker field was checked in 
double stranded DNA by sequencing which used C KENAZE (Seauenase) 2.0 
(United States Biochemical). 

Protein manifestation of scFv-NC10 protein which has a compaction linker It 
was made to increase by 30-degree C SB culture medium overnight, and 
LE392 by which the transformation was carried out was diluted to 1:10, and 
was inoculated into new SB culture medium. It was made to increase shaking a 
culture at 30 degrees C until the absorbance (A600) in 600nm was set to 
about 4. About the remaining time amount of an induction period (it continues 
for 4 hours until A600 is set to 7), temperature was raised to 42 degrees C. 
Cells were collected from the centrifugal separator (Beckman JA10, 6,000rpm 
15 minutes), and supernatant liquor fractionation was removed. By 10% of the 
original volume, the cell pellet was re-suspended in 20% shoe cloth, 10 mM 
Tris-HCI, and pH7.5, and was left in Hikami for 5 minutes. It incubated in 
Hikami, and for 10 more minutes is the above, and made and carried out [ 
EDTA was added even to the last volume of 5mM(s), ] centrifugal separation of 
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this mixture, and the cell was pelletized. Supernatant liquor was thrown away, 
the cell pellet was re-suspended underwater, centrifugal separation of this 
mixture was carried out again, and the supernatant liquor containing peri 
PURAZUMIKKU protein was removed. In this way, re-suspended the obtained 
cell pellet underwater, and it was made to dissolve with a supersonic wave (for 
it to be 1 time about BASUCHI for 30 seconds at 6 times and small-scale 
preparation in a burst of 30 by large-scale preparation), and was left in Hikami 
for 5 minutes. Aqueous phase was collected as dissolution cell room 
fractionation after centrifugal separation, and the pellet contained insoluble film 
joint fractionation. In order to check the manifestation of scFv-NC10, Western 
blotting which used SDS-PAGE under reduced condition and used the 
anti-FLAG monoclonal antibody M2 ( drawing 7 ) for the list analyzed all the 
cell melts from each clone. The single electropositive band which moves by 28, 
29, 31, and 32kDa(s) was observed ( drawing 7 , lane 13-16). Such molecular 
weight correlated pPOW-scFv~NC10 structure with the anticipation molecular 
weight of the scFv-NC10-FLAG fusion protein compounded combining 

respectiv.ely-a_linker-with-0, 5, 10, and-1.5 residue. scFv-NC10 protein which 

has a linker with 0, 5, and 1 0 residue showed the same description as the 
protein which has the linker of 15 residue. scFv-NCIO-FLAG fusion protein 
was combined with the non-dissolved film of Escherichia coli, and the 
abbreviation one half was able to be solubilized by making it processing by 
hydrochloric-acid guanidinium. 

This fusibility product was refined by the chromatography on the compatibility 
matrix which contains a specific antibody in gel filtration and a list to a 
Mono-Q top or a tail. About this purification object, they are SDS-PAGE, 
steric exclusion chromatography (SE-HPLC), ultra-centrifugal separation 
analysis, and a parent antigen (influenza noy lamination DAZE). 
It was alike and characterization was performed by electron microscope 
observation of the receiving avidity and the complex formed between the 
antigen and this agent. The magnitude check of this product was carried out by 
the bridge formation experiment. 

The property was summarized and shown in drawing 8 . 

Example 2 Construction of a mouse and Homo sapiens scCD8 (Gly4Ser) To V 
Mr. domain (array recognition number 1 ) which has the nucleotide of the 
addition which carries out the code of the three linkers, it used and homology's 
primer (the available database array was used), the alpha chain which includes 
only V Mr. domain of a mouse CD 8 by PCR in vent polymerase (Vent 
polymerase), and the beta chain were amplified independently. After annealing 
two separate domains, this product was expanded using dNTPs and 
polymerase. 

scCD8 gene was amplified by 3'end at the MscI part and 5'end using a new 
primer including a Sail part. This single-stranded product was cloned in the 
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pPOW vector which it was digested by MscI and Sail, and was subsequently 
digested by MscI and Sail. Protein composition of a high level was obtained in 
pop2136 which is an Escherichia coli host cell strain. In order to increase 
composition of the product which cleft correctly, qualification of an amino 
terminal was designed. This was attained by changing the amino terminal 
residue of mouse CD8 alpha chain into a serine from a lysine (Homo sapiens's 
CD 8 amino terminal residue is a serine). Escherichia coli host cell strain 
pop2136 (all cell melts are shown) 

The composition of scCD8 in ******** p POW can be seen to drawing 1 0 . 
scCD8 compounded product was detected by anti~CD8 antibody which 
recognizes only the protein of a right form in conformation. 
Homo sapiens and scCD8 V Mr. domain where DNA which carries out the code 
of the V Mr. domain of mature alpha chain protein has the nucleotide of the 
addition which carries out the code of the three (Gly4Ser) linkers to Taq 
polymerase, and includes the restriction enzyme parts MscI and BamHI (array 
recognition number 2) 

It was alike, and it received and was amplified by PCR using homology's primer 
(the available database array was used). V Mr. domain of CD8 beta chain was 
directly amplified by PCR using a primer including BamHI from DNA isolated 
from blood, and an EcoRI restriction enzyme part. Each two products were 
connected into the pPOW vector which it was digested with the suitable 
enzyme and was subsequently digested by MscI and EcoRI. 
The DNA array of each single-stranded CD8 structure was checked by 
sequencing of double stranded DNA. This nucleotide sequence is shown in the 
array recognition numbers 1 and 2. In this example, this vector orders it 
composition of scCD8 which has a C terminal peptide tail for a diagnostic 
application and a joint application (affinity purification is included). The 
following are contained in the desirable technique which acts as the monitor of 
the biological activity of scCD8 product. 

(a) For example, ultra-centrifugal separation using association to a cell table 
region child like alpha3 domain of binding affinity direct measurement or all the 
cells of the protein using a biosensor technique, beta 2-microglobulin, or an 
MHC class I molecule, or its fragmentation. 

(b) The joint trial to the MHC class I molecule (peptide addition was carried 
out) discovered by the RMA-S intracellular which used the C terminal peptide 
tail for the diagnostic marker. 

(c) For example, a functional inhibition trial which acts as the monitor of the 
change of the peptide dependency effectiveness over the IL2 production in the 
case of activation of a T cell. 

example 3 Construction of anti-glycophorin 1 C3 which does not contain a 
linker parent IC3 antibody and a scFv derivative — the [ international 
application number ] — it is indicated by PCT/AU 93/No. 00228. 
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an oligonucleotide — N — 2034 

(S-ACGTAGGTCACCGTCGCCTCCGACATCGTCATGTCACAGTCTCCATCCTC 

— any — inclusion — a linker — not containing — a ** — one — C — three 

— VL — five — ' — an array — the beginning — 30 — bases — having 
joined together — one — C — three — VH — three — ' — an end — the 
last — 15 — bases — receiving — a complementarity — having — as — 
compounding — having had . 

The oligonucleotide N2035 

(S-TTTATAATCTGCGGCCGCCCGATTAATTTC-S') was compounded so that 
it might have a complementarity to the 1 C3VL array on a reverse chain in the 
perimeter of the NotI part near the 3'end. 

These two oligonucleotides were used for polymerase chain reaction with 1 C3 
template DNA, in order to manufacture 1C3 product of the 3-VH array 
arranged in parallel by 5 -VL which adjoins BstEII and a NOtI restriction 
endonuclease part. 

The obtained fragmentation was connected with the vector pHFA including 
1C3 and a scFv array which digested by BstEII and NotI beforehand and 
removed interleaved array after incubating the PCR product which has the 
restriction endonuclease parts BstEII and NotL This connection product was 
used in order to carry out the transformation of the Escherichia coli stock TG 
1 . It was checked that the transformant colony containing an insert includes 
the DNA array shown in the array recognition number 4. 
This gene structure was discovered by being discovered in this vector or 
related vectors, and introducing 1 C3 coding region into heat inductivity 
expression vector pPOW, when it was introduced into a non-controlling 
Escherichia coli stock and was guided by IPTG. 

Example 4 Mutation using the variant of Escherichia coli NC10 and the scFv 
plasmid which carries out the code of the manifestation of recombination 
anti-neuraminidase antibody NC10 and scFv were introduced into Escherichia 
coli mutD by the electric terebration. The mutant was manufactured by 
presenting with a sample the mutation cycle shown in drawing 1 1 . Only 50 
generations increased with the characteristic phase in YT+AMP+TET (in order 
to induce the mutation of plasmid DNA), and, subsequently these were rescued 
using the helper phage. The rescued phage is hung on the immunity tube which 
coated the 1 0microg [/ml ] antigen beforehand. Wash by PBS etc., remove 
uncombined phage and the phage combined specifically is eluted in 100mM 
triethylamine. 1M Tris-HIROROKISHI methyl monomethylamine of 0.5 volume - 
HCI It collects in pH7.5. Subsequently, it transfected into the mutD cell by the 
standard method (unless it refuses especially, all the standard methods that 
make reference here are indicated by Sambrook etal. and the 
"molecular-cloning- A laboratory manual" of 1 990). moreover, a cell — a 
logarithm — growth of 50 generations was performed again, maintaining to 
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phase growth. The phage-titer after carrying out the mutation sorting round 
(this example 3 times) of a suitable count is 107 to 108 phage / ml. After the 
last panning process, the eluted phage was transfected into the Escherichia 
coli TG1 cell, it increased in advance of phage rescue, and each colony 
scattered and isolated by the plate of a YT+AMP+ glucose was analyzed by 
EUSA on the "flu" virus or glycophorin. Subsequently the colony which 
discovered the non-wild type on the level of EUSA activity was amplified, and 
the DNA array was determined, and this phage was transfected into available 
Escherichia coli HB one 2151 from the American type culture collection for the 
manifestation of fusibility. This phage was transfected by HB [2151 ] by the 
standard method, it increased in YT+AMP (100microg/(ml)) ( subsequently each 
colony where each phage sample was sorted out was guided at 37 degrees C 
for 4 to 1 6 hours using IPTG (isopropyl thiogalactoside) of 1 mM, and arbitration 
incubated at 4 degrees C succeedingly for 1 6 hours. This culture supernatant 
and a periplasm extract, a cell membrane, and cytoplasm were collected, and it 
analyzed about the manifestation of a recombination gene as mentioned above 
(Power e[al., 1992, Gene). 

example 5 the [ international application number ] — the number publication 
was carried out at PCT/AU 93/00228, as recombination 1 C3 and scFv in 
FAJIMIDO pHFA made and prepared (glycophorin affinity antibody coding 
region) were indicated in the example 4, the random mutation within mutD 
Escherichia coli was presented with it, and the sorting protocol was applied 
similarly. However, in this sorting, it is a solid phase matrix (an ELISA plate and 
immunity tube **** are a latex bead). 

Coating with the PBS solution (10microg/(ml)) of Glycophorin A is included. 
The result of the EUSA screening for sorting out each clone is shown in 
drawing 12 . The contention EUSA trial using detection by the anti-FLAG 
antibody was performed to the colony where it sorted out after mutation. A 
table 1 shows that the relative compatibility over the antigen (asialo 
glycophorin) of the discovered protein increased. 

? a ~ >lt$tifz li*nt£ nM 

<B ft s c F v Pt&i&m U7> l> - h ) 

1 C 3 w t 6 2 

1 C 3 • A 1 3 4 0 

1 C 3 ♦ B 7 29 

Example 6 The mutT stock of Escherichia coli was transfected in the scFv 
library in the FAJIMIDO vector pHEN (medical research Counsell, U.K.), and it 
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was processed like examples 4 or 5 for detection of scFv in mutation and the 
embellished combining ability, and sorting. It sorts out about a glycophorin 
binder. In order to increase the range of an available glycophorin affinity 
antibody, the original scFv library was used as a starting point of affinity 
sorting of mutation and a phage expression library. Two peculiar 
anti-glycophorins scFv sorted out from the original scFv phage expression 
library have the presumed amino acid sequence the field of the Vk4 chain in 
which it was shown that mutation is carried out after that is indicated to be, 
and this is shown in a table 2. 

m 2 

FTASTGDVPDRFSGSGSGTDFTLRISSIiQAEDVAVyYCQQASVFP 
CIYWNPDSPDRFSGSGSGTDFTIiRISliQAEDVAVYYCQQASVFP 

Affinity maturation of each molecule of these was attained by using a mutation 
(mutD5) affinity sorting cycle, as shown in drawing 1 1 . 

Change in which it _results_to the subset of a mutation molecule is shown in a 
table 3. 

m 3 

**CD ^ 4 7 5 U 
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Example 7 The manifestation of the antibody fragment coding region in the 
inside of D. disco IDEUMU is based on the vector AV1 built from VH coding 
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region indicated to the parent vector p569 (donation from Mr. W.Nellen of the 
Max plank lab in Germany Munich), and the following. The vector p569 is shown 
in drawing 1 3 . This is one family of the Escherichia coli D. disco IDEUMU 
shuttle vector using the signal sequence for secretion of the "ligand affinity 
peptide" discovered by an alpha-L fucosidase promoter and cell surface. A 
table 4 shows the result of the immuno dot blot of a manifestation of influenza 
NC41VHFLAG detected by the anti-FLAG antibody (M2). 

VH coding array of monoclonal antibody NC41 was amplified by the polymerase 

chain reaction using the following oligonucleotide array. 

N849 5'CCTTGCCTGCAGGTCGACCTATGGACAGGTGCAGCTGCAGCAG 3' 

N863 

5' TTACCATGGTTACTTGACCTTAATCAGCAGGACAAATGAAATAAATTTATCATCA 
CATCTTTATAATC 5' 

N849 includes the complementary array to the amino terminal of an NC41VH 
coding region with the Sail limit part suitable for cloning to an 
alpha-L-fucosidase signal sequence, a cleavage part, and an expression vector 
p569. 

N863 includes the complementary array to the FLAG coding array of NC41 VH 
with the Ncol limit part and translation halt codon for a transformer membrane 
hydrophobic array and cloning. 

DNA of a vector pAV569 (donation from Mr. W.Nellen of the Max plank lab of 
the Germany Martin slide) was digested by limit **** Ncol and Sail, and the 
standard technique of agarose electrophoresis and a phenol extract refined the 
cut vector. 

It was amplified by PCR, NC41 VH-FLAG digested with the restriction enzyme 
was connected into the vector, and the transformation of this mixture was 
carried out to Escherichia coli. The recombinant colony was sorted out on the 
ampicillin content YT plate, recombination plasmids were collected, and it 
refined and identified using the standard technique. This recombination plasmid 
calls pAVI. 

The transformation was carried out into the resting cell of D. disco IDEMU by 
using the food intake method (feeding method) indicated by Friendlender and 
Mella in the recombination plasmid pAV1 GB-2159821. 
Recombinant D. disco IDEMU was sorted out using the 10microg [/ml ] 
antibiotic G418 on the DMB culture medium. Recombinant D. disco IDEMU 
AMOEBAE (D. Discoideum amoebae) was proliferated by 2ml culture of the 
DMB culture medium containing G418 [ 10microg //ml ]. Dot blot analysis was 
performed about 100microl aliquot of a culture supernatant after growth of 48 
hours at 22 degrees C, and existence of the NC10 VH-FLAG antibody 
fragment under culture was detected using the anti-FLAG antibody. The result 
is shown in a table 4. 
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Example 8 Construction of the recombination vector containing 1C3Fab for the 
manifestation in D. disco IDEUMU. The structure of a parent vector (p569) was 
shown in drawing 13 , this vector was embellished by the clearance and 
re-connection of BamHI/BglH fragmentation by limit digestion, and peculiar 
Xbal and the Sspl part for carrying out cloning of the antibody coding region 
built by PCR using 1C3Fab as a following primer and mold were left behind. 

5' CAGGTCGACTCTAGAGTATGGGAGGTGAGGCTTCTCGAG 3 
5" AAATTTATAATTATTTATCATCATCATCTTTATAATC 3' 

Since this Fab has combined the avidity (TBRs) about anti-FLAG and an 
anti-EEF antibody with the glycophorin list, it is a polyfunctional polypeptide. 
Purification standard for the construction in Escherichia coli, connection, and a 
transformation protocol were performed following limit digestion of an PCR 
product. D. The transformation of disco IDEUMU is G418 (GENECHISHIN 
(geneticin)) by the standard method well-known to this contractor announced 
with the Escherichia coli by which the food intake transformation was carried 
out by reference like (GB-2 159821 A reference), calcium phosphate 
crystallization (Nellen et al., Mol.Cell.Biol., 1 984 and 4. 2890-2898), or the 
electric terebration (Howard et al., 1 988 and 1 6, 261 3-2623). 
It is carried out with the upper sorting. 

It will be understood clearly that the general range of this invention is not 
limited to the specific example stated to the detail above. 
Array-verify number 1 file: B:**P0WLY23V. array explanation: JLApelB 
Ly-2+Ly-3 V DO connected with Mscl-SaM which has a FLAG tail Maine base 
number: The 1 - 849 all number of bases: 849 
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H K V L L P T AAA G L. L L L A A Q P A 
1 ATGAAATACC TATTGCCTAC GGCAGCCGCT GGATTGTTAT TACTCGCTCC CCAACCAGC 

MAK PQAP ELR IFP KKMO A E L 
61 ATGGCCAACC CACAGGCACC CGAACTCCGA ATCTTTCCAA AGAAAATGGA CGCCGAACT 

GQK VDLV C£V LGS VSQG CSW 
121 GGTCAGAAGG TGGACCTGGT ATGTGAAGTG TTGGGGTCCG TTTCGCAAGG ATGCTCTTG 

LFQ NSSS KLP QPT F V V Y MAS 
181 CTCTTCCAGA ACTCCAGCTC CAAACTCCCC CAGCCCACCT TCGTTGTCTA TATGGCTTC 

SHN KI TW DEK LNS SKLF SAP 
241 TCCCACAACA AGATAACGTC GGACGAGAAG CTCAATTCGT CGAAACTGTT TTCTGCCA1 

RDT NNKY VLT LNK FSKE NEC 
3 01 AGGGACACGA ATAATAAGTA CGTTCTCACC CTGAACAAGT TCAGCAAGGA AAACGAAGC 

YYF CSVI SNS VMY FSSV V P ^ 
3 61 TACTATTTCT GCTCAGTCAT CAGCAACTCG GTGATGTACT TCAGTTCTGT CGTGCCAG'i 

LQG G G G S G G G GSG GGGS L I < 
421 CTTCAGGCTC GCGGAGGCTC AGGCGGTGGT CGATCAGGTG GCGGCGGATC TCTCATTCj 

TPS SLLV-QTN HTA KMSC E V 
4B1 ACCCCTTCGT CCCTGCTGGT TCAAACCAAC CATACGGCAA AGATGTCCTG TGACCTTA. 

SIS KLTS IYW L R E RQDP KO 
54 1 AGCATCTCTA AGTTAACAAG CATCTACTGG CTGCGGGAGC GCCAGGACCC CAAGGACA 

YFE FLAS WSS SKG VL YG Z S 
601 TACTTTCACT TCCTCGCCTC CTGCAGTTCT TCCAAAGGAG TTTTCT ATG G TGAAAGTG 

OKK RNII LES SOS RRPF L S 
661 GACAAGAAAA GAAATATAAT TCTTGAGTCT TCAGACTCAA GACGGCCCTT TCTCAGT* 

MNV KPED S DF YFC ATVG 5P 
72 1 ATG AATGTG A AGCCAGAGGA CAGTGACTTC TACTTCTGCG CCACGCTTGG GACCCCC; 

MVF GTGT K LT V V D YKDO DO 
l&l ATGGTCTTTG CGAC AGGG AC GAAGCTG ACT GTGGTTG ATT ACAAGCACGA CGATCACi 

S T 
8 4 1 TAGTCGACA 

Array-verify number 2 file: B:**CD8ACD8B. array explanation: Homo sapiens 
single-stranded CD8 base number in pPOW (pelB CD8a and CD8b V dom): The 
1 - 822 all number of bases: 822 
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MKY LLPT A A A CLL L L A A Q P A 
1 ATGAAATACC TATTGCCTAC GCCACCCCCT GCATTGTTAT TACTCCCTCC CCAACCACCG 

MAS QFRV SP L 0 R T W N L C ETV 
61 ATCCCCAGCC AGTTCCGCGT CTCGCCGCTG GATCGGACCT CGAACCTGGC CGAGACAGTG 

ELK CQVL L SN PTS G C 5 W LFQ 
121 GAGCTGAAGT GCCAGGTGCT GCTGTCCAAC CCGACGTCGG CCTGCTCGTG GCTCTTCCAG 

PRC A A A S PTF L L Y L 5 Q N KPK 
181 CCGCGCGGCG CCGCCGCCAG TCCCACCTTC CTCCTATACC TCTCCCAAAA CAAGCCCAAG 

A A E GL OT QRF SGK RLGD TFV 
24 1 GCGGCCGAGG GGCTGGACAC CCAGCGGTTC TCGGGCAAGA GGTTGGGGGA CACCTTCGTC 

L T L SOF R REN E G Y Y F C S ALS 
301 CTCACCCTGA GCGACTTCCG CCGAGAGAAC GAGGGCTACT ATTTCTGCTC GGCCCTGAGC 

NSI M Y F S HFV PVF L P A G GRG 
361 AACTCCATCA TGTACTTCAG CCACTTCGTG CCGGTCTTCC TGCCAGCGGC CGGCCCCGCT 

SGG GGSG GGG SLQ QTPA Y 1 K 
<21 TCAGGTGGAG GTGGATCCGG AGGCGGTGGA TCTCTCCAGC AGACCCCTGC ATA C AT AAA G 

VQT NKMV MLS CEA KISL SNM 
481 CTGCAAACCA ACAAGATGGT GATGCTGTCC TGCGAGGCTA AAATCTCCCT CAGTAACATG 

R I Y WLRQ RQA PSS DSHH EFL 
5<1 CGCATCTACT GGCTGAGACA GCGCCACGCA CCCACCACTC ACACTCACCA CGAGTTCCTG 

ALW DSAK CTI HGE E V E Q E -K I 
601 CCCCTCTCGC ATTCCGCAAA ACCGACTATC CACCGTCAAC ACCTCCAACA GC AC AACATA 

A V F RDAS RF1 LNL TSVK PEO 
66 1 CCTCTCTTTC CCCATCCAAC CCCCTTCATT CTCAATCTCA CAACCGTGAA GCCGGAACAC 

SCI YFCM LVC SPl* L TPG KCT 
72 1 ACTCCCATCT ACTTCTCCAT GATCGTCGCG ACCCCCCAOC TO ACCTTCCG GAACCCAACI 

QLS VVDV KUO DDK 
78 1 CACCTGAGTC TCCTTG ATT A C AAGCACG AC CATGACAACT AC 

Array-verify number 3 file: B:**MHCA3. array explanation: MHCI a3 H-2K 
domain base number in pPOW pelB Msc-EcoRI (with no FLAG): The 1 - 371 all 
number of bases: 371 
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MKY LLPT AAA GLL LLAA Q P a 
1 ATGAAATACC TATTGCCTAC GGCAGCCGCT GGATTGTTAT TACTCGCTGC CCAACCAGCG 

MAK AHVT HHR RPE GDVT LRC 
61 ATGCCCAACG CCCATGTCAC CCATCACCGC AGACCTGAAG GTGATGTCAC CCTGAGGTGC 

WAL GFYp A D I TL T WQLN G D E 
121 TGGGCCCTGG GCTTCTACCC TGCTGACATC ACCCTGACCT CGCAGTTCAA TGGGGACGAG 

LTQ EHEL VET RPA GDGT FQ K 
181 CTGACCCAGG AAATGGAGCT TGTGGAGACC AGGCCTGCAG CGGATGGAAC CTTCCAGAAG 

WAS VVVP LGK EQK YTCH VEH 
241 TGGGCATCTG TGGTGGTGCC TCTTGGGAAG GAGCAGAACT ACACATGCCA TGTGGAACAT 

EGL PEPL TL R W GK EE PP SST 
3 01 CAGGGGCTGC CTGAGCCCCT CACCCTGAGA TCGGGCAAGC ACGACCCTCC TTCATCCACC 

K * N 
3 61 AAGTAGAATT C 



From the Hind III part in 1 C3pHFA without a linker built in array-verify number 
4pHFA to initiation of gene 3 array 
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m K Y 

1 aag ctt gca tgc aaa tec tat ttc aag gag aca gtc aca ATG AAA TAC 

L. LPTAAAG LLLLA/\QP 
4 9 CTA TTG CCT ACG GCA GCC GCT GGA TTG TTA TTA CTC GCG GCC CAG CCG 

AMAEVKLQESG'GCPVQ' 
97 GCC ATG GCC GAG GTG AAG CTG CAG GAG TCT GGA GGT GGC CCG GTA CAA 

PGG5LKL5CAASGFDF 
145 CCT GGA GGA TCC CTG AAA CTC TCC TGT GCA GCC TCA GGA TTC GAT TTT 

S BYWMNWVRRA PGKG L 
193 AGT AGA TAC TCC ATG AAT TGG GTC CGG CGG GCT CCA GGG AAG GGG CTA 

E W I GEI N QQS STI NY5 
241 GAG TGG ATT GGA GAA ATT AAT CAA CAA AGC AGT ACG ATA AAC TAT TCG 

FFLKDK F I IS RDNAKS 
289 CCA CCT CTG AAG GAT AAA TTC ATC ATC TCC AGA GAC AAC GCC AAA AGT 

TLYLQMNKVRSEDTA L 
337 ACG CTG TAC CTG CAA ATC AAC AAA GTG AGA TCT GAG GAC ACA GCC CTT 

Y Y C A RLSLTAAGFAYW 

3 85 TAT TAT TGT GCA AGA CTT TCT CTT ACT CCG GCA GGG TTT GCT TAC TGG 

GQGTLVTVAS D I V M £ Q 

4 33 GGC CAA GGG ACT CTG GTC ACC GTC GCC TCC GAC ATC GTC ATG TCA CAG 

SPSSLAVSVGEK VTMS 
4 61 TCT CCA TCC TCC CTG GCT GTG TCA GTA GGA GAG AAG GTC ACT ATG AGC 

CR SSQSLFNS RTRKN Y 
529 TGC AGA TCC AGT CAG AGT CTG TTC AAC AGT AGA ACC CGA AAG AAC TAC 

L T W Y Q QKPGQSPKPLI 
577 TTG ACT TGG TAC CAG CAG AAA CCA GGG CAG TCT CCT AAA CCG CTG ATC 

Y W A 5 T R E 5 G V P D R F T G 
625 TAC TGG GCA TCC ACT AGG GAA TCT GGG GTC CCT GAT CGC TTC ACA GGC 

S G S CT DFT LT I 5 5 V Q A 
67 3 AGT GGA TCT GGG ACA GAT TTC ACT CTC ACC ATC AGC AGT GTG CAG GCT 

EDLADYYCKQS YN L R T 
721 GAA GAC CTG GCA GAT TAT TAC TCC AAG CAA TCT TAT AAT CTT CGG ACG 

F G G G T K L £ I N R A A A D Y 
769 TTC GGT GGA GGC ACC AAG CTG GAA ATT AAT CGG GCG GCC GCA GAT TAT 

KDDDDK-AA'TVESCL 
817 AAA GAT GAT GAT GAT AAA TAG GCC GCA TAG ACT GTT GAA AGT TCT TTA 

A K 

8 6$ CCA AAA 



Array-verify number 5 
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pelB signal sequence 
HKYL-LPTAAAGLLLLAAQPA 
ATGAAATACCTATTGCCTACGGCAGCCGCTGGATTGTTATTACTCGCTGCCCAACCAGCG 

HI Pstl H 10 

MA QVQ LQQ S GAE LV KPGASV 
ATGGCGC&GG TG CAGCXSC AGCAGTCTG G GGCTG AACT GGTG AAGCCTG GGG CCT C AGT G 



H20 

RMS C K A S 



H30 

G Y T F T N 



N M Y W V K 



AGGATGTCCTGCAAGGCTTCTGGCTACACATTTACCAATTACAACATGTACTGGGTAAAA 



H4 0 H50 rH52A 



SO ri 

QSPGQGLEWIGIFY IP G W Gl D 



CAGTCACCTGGACAGGGCCTGGAGTGGATTGGAATTTTTTATCCAGGAAATGGTGATACT 

H60 H7D 
SYN QKFKDKATLTADKSSNT 
TCCTACAATCAGAAGTTCAAAGACAAGGCCACATTGACTGCTGACAAArCCTCCAACACA 

H80 H82A H82C H90 

AYMQL-SSLTSEDSAVYYCAR 
GCCTACATGCAGCTCAGCAGCCTGACATCTGAGGACTCTGCGGTCTATTACTGTGCAAGA 



-H3.00 HIOOEt Bst£2 



yrydggfdI YWGQGTTV 



TCGGGGGGCTCCTATAGATACGACGGAGGCTTTGACTACTGGGGCCAAGGGACCACG_3TC 

H110 linker LI 

TVSGGGGSGGGGSGGGG S D I 
kCC GTCTCC GGTGGTGGTGGTTCGGGTGGTGGTGGTTCGGGTGGTGGTGGTTCG GKIATC 

Sacl L10 L20 

ELTQTTSS LSA S LG DRVT I S 
GAGCTC ACACAGACTACATCCTCCCTGTCTGCCTCTCTGGGAGACAGACTCACCATCAGT 



-L30- 



D I S N 



L4 0 

NWYQQNPD 



TGCAGGGCAAGTCAGGACATTAGTAATTATTTAAACTGGTATCAACAGAATCCAGATGGA 



L50 

V K L L I Y |Y 



rlw^o 1 L60 

b 



NLHSEVPSR 



ACTGTTAAACTCCTGATCTACTACACATCAAATTTACACTCAGAAGTCCCATCACGGTTC 

L70 LSO 
SGSGSGTDYS LT IS N L E Q ED 
AGTGGCAGTGGGTCTGGAACAGATTATTCTCTCACCATTAGCAACCTGGAACAAGAAGAT 



L90 

,Y F C Q Q 



L100 
F G G G T 



ATTGCCACTTACTTTTGCCAACAGGATTTTACGCTTCCGTTCACGTtCGGAGGGGGGACC 

Xhol FLAG EcoRl 

KLEIROYKDDDDff* * 
b.&r.rTCChC,ATAAGAGACTACAAAGACGATGACCATAAATAATAA GAATTC 



Array-verify number 6 file: A:**1 C3FAB. array explanation: Anti-glycophorin 
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base number in 1C3 Fab: The 1 - 1443 all number of bases: 1443 



1 


eaaaaagcGG 


CCCAGCCGGC 


CATGGCCGAG 


GTGAGGCTTC 


TCCACTCTCC 


A G GT ft r* r* r- 


61 


CTACAACCTC 


CACGATCCCT 


GAAACTCTCC 


TGTGCAGCCT 


CAGGATTCCA 




121 


TACTCGATGA 


ATTCGgtcCC 


GCCCGCTCCA 


GGGAAGGGGC 


TAGAGTGGAT 


*TGf^Af*A A XTT 


161 


AATCAACAAA 


GCAGTACGAT 


AAACTATTCC 


CCACCTCTGA 


AGGATAAATT 


CATrATrrrr 


241 


ACACACAACG 


CCAAAAGTAC 


GCTGTACCTG 


CAAATGAACA 


AAGTGAGATC 


TGAGCATAra 


301 


CCCCTTTATT 


ATTGTGCAAG 


ACTTTCTCTT 


ACTGCGGCAG 


GGTTTGCTTA 




361 


GGGACTCTCG 


TCACTCTCTC 


TGCAGCCAAA 


ACGACACCCC 


CATCTGTCTA 


T CCACTr. rrr 

i. i. V# V_r ^ 


421 


CCTGGATCTG 


CTGCCCAAAC 


TAACTCCATG 


CTGACCCTGC 


G ATGCCTGCT 




481 


TTCCCTGAGC 


CAGTGACAGT 


GACCTGGAAC 


TCTGCATCCC 


TGTCCAGCGG 




541 


TTCCCAGCTG 


TCCTCCAGTC 


TGACCTCTAC 


ACTCTGAGCA 




TrTPrrrTrT* 

iLLLL L L.L 


601 


ACCACCTGCC 


CCAGCGAGAC 


CGTCACCTGC 


AACCTTC c rr 


f\ \~ V_ UuuLl-AVi 


fArrAm _.r 


661 


GTGGACAAGA 


AAATTgaaga 


attttaatta 


aaacatoaaa 

V* *■* ^— ■ *H 




ATAAArri rr* 


721 


ATTGCACTGG 


CACTCTTACC 


GTTACTCTTT 


ACCCCGGTAA 


CCAAAGCCCA 


CATCGTCATG 


781 


TCACAGTCTC 


CATCCTCCCT 


GGCTGTGTCA 


GTACGAGACA 


AGGTCACTAT 


GAGCTGCAGA 


841 


TCCAGTCAGA 


GTCTGTTCAA 


CAGTACAACC 


CGAAAGAACT 


ACTTGACTTC 


CTACCAGCAC 


901 


AAACCAGGCC 


AGTCTCCTAA 


ACCGCTGATC 


TACTGGGCAT 


CCACTAGGGA 


ATCTGCCCTC 


961 


CCTCATCCCT 


TCACAGGCAC 


TGG ATCTGCC 


AC AG ATTTCA 


CTCTCACCAT 


CAGCAGTGTG 


1021 


CAGGCTGAAG 


ACCTCGCACA 


TTATTACTGC 


AAGCAATCTT 


ATAATrTTfr, 


nArcTTcncT 

un\rO i i >_. \-> v_/ t 


1081 


CGAGGCACCA 


AGCTGGAAAT 


TAAACGGCCT 


CATCCTCCAC 


TATCCATCTT 


cCCACCATCC 


114 1 


AGTG AGCAGT 


TAACATCTGC 


ATCTCGAGGT 


GCCTCACTCC 


TCTCCITCTT 


n A A C A A CTTC 


1201 


TACCCCAAAC 


ACATCAATCT 


CAACTCCAAG 


ATTC ATGGCA 


GTC AACG AC A 


AAATCCCCTC 


1261 


CTGAACACTT 


CCACTCATCA 


GCACACCAAA 


CACAGCACCT 


ACACCATGAG 


CACCACCCTC 


1321 


ACGTTGACCA 


ACGACGACTA 


TCAACCACAT 


AACACCTA't'A 


CCTCTGACGC 


CACrCACAAC, 


138 1 


ACATCAACTT 


CACCCATTGT 


CAAGACCTTC 


AACACCqqAC 


ACVGTqcqqc 


cqcaq attal 

















[Translation done.] 
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* NOTICES * 

Japan Patent Office is not responsible for any 
damages caused by the use of this translation. 

1 This document has been translated by computer. So the translation may not 
reflect the original precisely. 

2.**** shows the word which can not be translated. 
3.1n the drawings, any words are not translated. 



CLAIMS 
[Claim(s)] 

1 . Target Affinity Polypeptide — it is — a — Stable Core Polypeptide Field 
(SCR) B — at Least One Target Joint Field (TBR) 

** is provided. Said target joint field is a polypeptide which has received the 
mature process in arbitration in order to have combined with the 
covalent-bond object at said SCR and to change the singularity, compatibility, 
or avidity to a target. 

2. Polypeptide which is polypeptide according to claim 1 , can carry out 
self-association and can form stable dimer, floe, or array. 

3. Polypeptide with which it is polypeptide according to claim 1 or 2, and said 
SCR and TBR are combined by linker component. 

4. Polypeptide which is polypeptide given in any 1 term of claims 1-3, and is 
two functionality or polyfunctional. 

5. Polypeptide which it is polypeptide given in any 1 term of claims 1-4, and 
said SCR is the Homo sapiens origin, and is protein of type which exists in 
blood serum or is expressed by cell surface. 

6. Polypeptide combinable with target chosen from group to which it is 
polypeptide of publication and said TBR becomes any 1 term of claims 1-5 
from member of glycophorin or other erythrocyte cell surface proteins, 
influenza virus neuraminidase, viral antigen, antibody, or other IgG families, 
tumor growth factor alpha (TGF-alpha), tumor marker, cell surface protein, 
and leukemia inhibitor (LIF). 

7. Polypeptide which has homology to immunoglobulin super family which is 
target affinity polypeptide of publication and includes combination of 
qualification antibody or antibody fragment, scFv fragmentation, qualification 
CD8 molecule and antibody molecule, or its fragmentation and CD8 in any 1 
term of claims 1-6. 

8. DNA structure which carries out code of target affinity polypeptide of 
publication to any 1 term of claims 1-7. 
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9. Approach possessing obtaining subpopulation of DNA which carries out 
code of target affinity polypeptide which presented mutation and one or more 
cycles of sorting with DNA which is approach of manufacturing DNA structure 
which carries out code of target affinity polypeptide of publication, and carries 
out target affinity polypeptide code to any 1 term of claims 1-7, and had 
property of changed compatibility, singularity, or avidity. 

10. How to exist in the element with which it is an approach according to claim 
9, and said DNA which carries out the code of the target affinity polypeptide 
has the capacity of a duplicate, or an expression vector. 

1 1. The approach which is an approach according to claim 10 and is chosen 
from the group which said expression vector becomes from a bacteriophage, a 
fibrous bacteriophage, a virus, bacteria, yeast, slime mold, or a mammals cell. 

1 2. The approach it hits by the approach according to claim 1 0, and said 
expression vector is pHFA. 

13. The approach by which it is an approach according to claim 12, and 
mutation is performed using the mutant of Escherichia coli. 

14. It is. Approach . of Manufacturing Target Affinity Polypeptide of Publication 
in Any 1 Term of Claims 1-7. a — DNA which carries out the code of the 
framework structure of the target affinity polypeptide of one or more requests 
with the process isolated by the polymerase chain reaction Process which 
inserts b this DNA in one or more expression vectors The subpopulation of 
the expression vector expressing the target affinity polypeptide of the 
singularity of c request, avidity, or compatibility is sorted out, d alteration in 
order to obtain the subpopulation of the expression vector expressing the 
target affinity polypeptide which has the property of the compatibility carried 
out, singularity, or avidity The process which presents mutagenesis and one or 
more cycles of sorting with said this subpopulation sorted out, e alteration 
The process which inserts DNA which carries out the code of the target 
affinity polypeptide carried out in a high-level expression vector, process 
which introduces the high-level expression vector of f above into a suitable 
manifestation host g — process which makes said target affinity protein 
discover h — approach possessing the process which isolates the protein 
produced in this way. 

14. The drugs constituent containing a target affinity polypeptide given in any 
1 term of claims 1-7, and the support which may be permitted 
pharmacologically. 

15. The diagnostic reagent which contains the target affinity polypeptide and 
dilution agent of a publication in any 1 term of claims 1-7. 

16. The activity in a diagnosis of a target affinity polypeptide given in any 1 
term of claims 1-7. 

1 7. The activity as a remedy of a target affinity polypeptide given in any 1 
term of claims 1-7. 
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[Translation done.] 
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